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Safety

Symbols Used in this Manual

/\ WARNING

Warning - Indicates a situation or procedure that if ignored can result in personal
injury.

/\ CAUTION

Caution - Indicates a situation or procedure that if ignored may result in damage
to the instrument.

IMPORTANT Important - Indicates a situation or procedure that if ignored can result in erroneous test
results.

NOTE (Help note) contains hints and useful information to help optimize results quality and ease of use.

Conventions
¢ The optical bench and sample modules are referred to as the “Analytical Module”. The PC,
keyboard, monitor and printer, etc., are all referred to collectively as “the computer”.
* Boldtype letters like this Enter Sample ID represent menu or button text appearing on the screen

of the computer that can be selected with the mouse or by keystrokes.

. ”ﬁ | means click the mouse button. Unless the mouse has been inverted for left-handed users,
this will be the left mouse button.

* The = symbol points you to where additional information on a subject can be found.
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Laser Precautions

Laser Precautions

The LS 13 320 contains a 5 mW diode laser. The instrument therefore may pose certain hazards
associated with low-power lasers if misused. You should be aware of these possible hazards as
described in the next paragraph. Additionally, misuse of diluents for sample dispersion can also
create hazardous situations.

Laser Safety Precautions

IMPORTANT Diode laser power of up to 5 mW at 750 nm or 780 nm could be accessible in the interior if the
safety interlocks are defeated.

To comply with Federal Regulations (21CFR Subchapter J) as administered by the Food and Drug
Administration's (FDA) Center for Devices and Radiological Health (CDRH), defeatable
microswitches are located on the right and left of the door panel. Because the system contains a
laser, it should be isolated from non-laser instruments. Users are advised to keep a copy of ANSI
standard 2136.1, SAFE USE OF LASERS, near the instrument for ready reference. Copies are available
from:

American National Standards Institute
1430 Broadway
New York, NY 10018

General Laser Precautions

Vi

IMPORTANT The laser beam can cause eye damage if viewed either directly or indirectly from reflective
surfaces (such as a mirror or shiny metal surface). Avoid direct exposure to beam. Do not view directly or
with optical instruments.

A laser is a unique light source that exhibits characteristics different from conventional light
sources. The safe use of any laser depends upon familiarity with the instrument and the properties
of coherent, intense beams of light. The beam can cause eye damage. The beam might cause damage
if viewed indirectly from reflective surfaces such as a mirror or shiny metal surface.

IMPORTANT Use of controls or adjustments or performance of procedures other than those specified herein
may result in hazardous radiation exposure.

Follow these precautions:

* Advise all those using the instrument of these precautions.
¢ Limit access to the instrument to those trained in the use of the equipment.
* Post warning signs in the area of the laser beam to alert those present.

* Never look directly into the laser light source or at scattered laser light from any reflective
surface.
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* Stop viewing if:
— you see an unusually bright spot that makes you uncomfortable (similar to looking at the
sun).

— you get a headache (a symptom of overexposure).

* Do not tamper with or attempt to defeat the safety interlock switches.

LS 13 320 Specific Precautions

* Never place a mirror or optical surface (other than the sample cell assembly) into the optical
axis of the system.

* Do not place your hands in the pathway of the door as it closes.

* Do not place your hands or any object inside the optical bench as the module is docking.

Radiation Hazards

In the design and manufacture of the BECKMAN COULTER LS 13 320, Beckman Coulter Inc., Particle
Characterization Group, has complied with the requirements governing the use and application of
a laser as stipulated in regulatory documents issued by the U.S. Department of Health and Human
Services and the Center for Devices and Radiological Health (CDRH). In compliance with these
regulatory documents, every measure has been taken to ensure the health and safety of users and
laboratory personnel from the possible dangers of laser use. CDRH-required labels are placed near
or on those covers that, when removed, might expose laser radiation. See figure 1.1 for the warning
labels and their locations.
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Figure 1.

1 Warning labels - Instrument Front Cover And Laser Cover

/

DANGER

INVISIBLE LASER RADIATION WHEN OPEN

AVOID DIRECT EXPOSURE TO BEAM

LASER RADIATION WHEN OPEN

AND [NTERLOCK DEFEATED.
AVOID DIRECT EYE EXPOSURE.
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Figure 1.2 Certification Label (Instrument Back Cover)

.
IF AC MAIN HAS NO GREEN
GROUNDING CONDUCTOR,
WIRE EARTH GROUND
CONNECTION DIRECTLY
TO GROUND
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VOLTS
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Other Precautions

Warnings

Mechanical

* Do not place fingers inside bench as automatic sliding door closes.
* Do not place fingers inside bench as module docks into bench.

* Do not interfere with or attempt to disable the interlocks incorporated in the left and right
doors.

Electrical
* High voltages are present inside the instrument. Always disconnect the instrument from the
main power supply before removing any cover.

¢ The instrument must be grounded correctly.

Chemical

* Do not use any diluents that are not compatible with the specific wetted surface of the sample
module. Consult Beckman Coulter or its local representative before using any chemicals not
listed in this manual.

* Proper handling procedures for diluents and reagents used in particle analysis should be
adhered to at all times. Consult appropriate safety manuals and Material Safety Data Sheets for
all samples, diluents and reagents used.

¢ Care should be taken when mixing or exchanging diluents. Reactions can occur between
incompatible solvents that may be violent.

* Flammable solutions should be prepared for use in an appropriate environment and brought to
the instrument only when required for analysis.

Fire

Many non-aqueous solutions are flammable. Where possible choose less flammable alternatives.

Cautions

Chemical
* Take care disconnecting diluent lines. Open-ended tubing may allow liquid to spill out of the
vessel.

* Never place containers of liquids on top of the LS 13 320. Repair of instruments damaged or
affected by spilled liquids will not be covered by any warranty.
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Warming up

As with all sensitive electronic instruments, the LS 13 320 components achieve best performance
once they have reached a steady working temperature. This may typically take 15 minutes from
power up.

Sources of Error

* Sample dispersion

* Air bubbles

* Misalignment

* Incorrect obscuration

* External mechanical vibration, if present, may cause misalignment of the laser. (Automatic
alignment should be performed more often.)

* Electrical interference. (Use of an uninterruptible power supply (UPS) is recommended.)

* Sudden changes in temperature can cause misalignment as well as changes to the measured
electrical offsets.
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The Beckman Coulter LS 13 320, Figure 1, measures the size distribution of particles suspended
either in a liquid or in dry powder form by using the principles of light scattering. This particle size
analyzer provides reliable and reproducible results for researchers, quality control laboratories,
product and process control departments, or anyone with the need to measure particle size
distributions.

Figure 1 LS 13 320 With The Tornado DPS

The LS 13 320 consists of an optical bench and five different sample handling modules:

* Universal Liquid Module (ULM)

¢ Aqueous Liquid Module (ALM)

* Tornado Dry Powder System (DPS)
* Micro Liquid Module (MLM)

In addition an AutoPrep Station can be used in conjunction with the ALM.

The LS 13 320 incorporates Beckman Coulter's patented PIDS (Polarization Intensity Differential
Scattering) technology to provide a dynamic range of 0.017 um to 2000 um. Figure 2 shows the PIDS
detectors.

XiX
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Figure 2 PIDS Detectors

The LS 13 320 is designed from conception to be fully compliant with the ISO standard covering
particle sizing by the laser scattering method (ISO 13320-1 Particle size analysis - Laser scattering
methods - Part 1: General principles).

The LS 13 320 includes a sophisticated software package with a multi-component Standard
Operating Procedure (SOP). This multi-component Standard Operating Procedure (SOP) will assist
operators by ensuring that analyses are the same run-after-run.

Every element of the analysis from method set-up to the final printout can be locked into a user-
definable SOP. The SOP routine is divided into two distinct components; an SOM (Standard
Operating Method) and a Preference (.prf) file. The SOM includes all aspects of the analysis relating
to the instrument settings. The Preference file (.prf) includes choices relating to data presentation
and output formats.

Fourier Optics

Measuring Moving Particles

XX

The LS 13 320 measures particle size distributions by measuring the pattern of light scattered by the
particles in the sample. This pattern of scattered light is often called a scattering pattern or
scattering function. More specifically, a scattering pattern is formed by light intensity as a function
of scattering angle. Each particle's scattering pattern is characteristic of its size. The pattern
measured by the LS 13 320 is the sum of the patterns scattered by each constituent particle in the
sample.

An important component of making this measurement in an LS 13 320 instrument is the Fourier
lens (Figure 3). A Fourier lens serves two functions: it focuses the incident beam so it will not
interfere with the scattered light, and it also transforms the angularly scattered light into a function
of location on the detection plane. The most important feature of Fourier optics is that the scattered
light of any particle at a specific angle will be refracted by the lens so as to fall onto a particular
detector, regardless of the particle's position in the beam.
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Figure 3 Fourier Optics

Fourier Lens Large particles scatter at

small angles and vice versa

“+— Detector

Particles

The result is that the Fourier lens forms an image of the composite scattering pattern of all particles,
the pattern being centered at a fixed point in the Fourier plane. This pattern is centered at the same
fixed point regardless of the position or velocity of the particle in the sensing zone.

The individual scattering patterns from the many moving particles in the sample cell are
superimposed, creating a single composite scattering pattern that represents the contributions
from all the particles in the sample cell. Detectors placed in the Fourier plane record this composite
scattering pattern. Over the course of a measurement, a running average is created from the
changing flux patterns. When the duration of the measurement is long enough that the flux pattern
accurately represents the contributions from all particles, an analysis of the resulting pattern will
yield the true particle size distribution of the sample.

Determining PSD

The composite scattering pattern is measured by 126 detectors placed at angles up to approximately
35 degrees from the optical axis. When you view intensity in flux units (light intensity per unit
area), you are looking at the scattering pattern.

In order to compute the size distribution, the composite scattering pattern is deconvolved into a set
of individual number, one for each size classification, and the relative amplitude of each number is
ameasure of the relative volume of equivalent spherical particles of that size. This deconvolution is
based on either the Fraunhofer or Mie theories of light scattering.

XXi
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System Components

The LS 13 320 Optical Bench Overview

The LS 13 320 optical system is comprised of a source of illumination, a sample chamber in which
the sample interacts with the illuminating beam, a Fourier lens system used to focus the scattered
light, and an array of photodetectors that record the scattered light intensity patterns.

The laser's radiation passes through a spatial filter and projection lens to form a beam of light.

The beam passes through the sample cell where particles suspended in liquid or air scatter the
incident light in characteristic patterns according to their size. Fourier optics collect the diffracted
light and focuses it onto three sets of detectors, one for the low-angle scattering, the second for
mid-angle scattering, and the third for high angle scattering. A block diagram of the LS 13 320

optical system is presented in Figure 4.

Figure 4 Optical System of the LS 13 320

FPIDS Detectors

A ™ High Angle
\ -
¥ \ f
PIDS Light Low Angle
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Mid Angle
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Diffraction Light
Source

The sample modules are attached to the optical bench by an automatic docking system that can be

activated by the push of a button (Figure 5) or via software commands.
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Figure 5 Module Eject and Door Open Buttons
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Before a module can be docked the sample cell chamber door must be retracted. This is easily done
by pressing the Open button found on the left side of the optical bench (Figure 5).

Light Source

The LS 13 320 uses a 5 mW laser diode with a wavelength of 750 nm (or 780 nm) as the main
illumination source. It also has a secondary tungsten-halogen light source for the PIDS system. The
light from the tungsten-halogen lamp is projected through a set of filters which transmit three
wavelengths (450 nm, 600 nm, and 900 nm) through two orthogonally oriented polarizers at each
wavelength.

Light from a laser diode is monochromatic- a requirement of the theoretical models that describe a
particle's scattering function. However, as opposed to gas or liquid lasers, the light from a laser
diode is not “focused”. The monochromatic light from a laser diode must also be “treated” to
produce a “clean” beam. The device that is most often used to condition an illuminating source is
commonly known as a spatial filter. Most spatial filters consist of a set of optical elements -
components such as lenses, pinholes, apertures, etc. - designed to refine the beam to the desired
quality. Figure 6 depicts a mechanical spatial filter. One feature of the LS 13 320 is that it
incorporates a (patented) fiber optic spatial filter.

xXiii
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Figure 6 Mechanical Spatial Filter
SPATLAL FILTERING
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Sample Modules

The main function of the sample-handling module is to deliver particles in the sample, without
discrimination to their sizes, to the sensing zone while avoiding the introduction of any undesirable
effects such as air bubbles and/or thermal turbulence. The sample module is typically composed of
the sample cell and a delivery system. The delivery system may include certain features such as a
circulation pump, an ultrasonic probe, or stirring bars to help better disperse and circulate the
particles. The LS 13 320 operates with sample cells designed for particles suspended in liquids or in
dry powder form. These modules are:

* Tornado Dry Powder System (DPS)
* Universal Liquid Module (ULM)

* Aqueous Liquid Module (ALM)

* Micro Liquid Module (MLM)

In addition the ALM can be used in conjunction with the AutoPrep Station.

Computer System

The operation of the LS 13 320 requires a personal computer (PC) and the PC-based control and
analysis software. If you are not using a Beckman Coulter-supplied PC, you must provide one that
meets the minimum configuration requirements shown in Table 1, and preferably one that meets
the recommended configuration requirements (shown in the same table).

Table 1 Minimum and Recommended Computer Configurations

Item Minimum Configuration Recommended Configuration
Microprocessor 800 MHz 1 GHZ Intel or equivalent
RAM 512 Mb 1 Gb or better
Hard Drive 20Gb 35 Gb or better
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Table 1 Minimum and Recommended Computer Configurations (Continued)

ltem Minimum Configuration Recommended Configuration
Monitor 800X600 1024X768
Keyboard Enhanced 101/102 Enhanced 101/102
Mouse 2 Button 3 Button
MS Windows Version Win 98 or better Win Vista

Software

The Microsoft Windows-based LS 13 320 control program provides both hardware control and data
management. Among other functions, the program allows you to:

* Display, print, store, and export data.

* Customize (user interface) on-screen and printed reports.

* Define analysis profiles to automate your most frequently used analysis protocols.

¢ Use the built-in security features (supervisor modes, automatic 21 CFR Part 11 compliance

function use with the compliant version of software only).
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Theory
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The scattering of light is one of the most widely used techniques for measuring the size distribution
of particles. In practice, the technique is fast and flexible, offering precise measurements that can
be easily adapted to samples presented to the analyzer in various forms. The method involves the
analysis (deconvolution) of the patterns of scattered light produced when particles of different sizes
are exposed to a beam of light. The LS 13 320 series of instruments takes advantage of these
principle to rapidly provide precise and reproducible particle size distributions.

Theoretical Background

Light Scattering

When light illuminates a particle having a dielectric constant different from that of the medium,
depending on the wavelength of the light and the optical properties of the particle, light will be
scattered in a unique way. We commonly describe scattering phenomena in terms of diffraction,
reflection, refraction, and absorption. When light interacts with the electrons bound in the material
that re-radiate light, scattering is observed. Because most materials exhibit strong absorption in the
infrared and ultraviolet regions which greatly reduces scattering intensity, most light scattering
measurements are performed using visible light of wavelengths from 350 nm to 900 nm. The
scattering intensity from a unit volume that is illuminated by a unit flux of light is a function of the
complex refractive index ratio between the material and its surrounding medium. This intensity
falls within the regime of Rayleigh scattering and is inversely proportional to the fourth order of
the light wavelength, i.e., the shorter the wavelength, the stronger the scattering. The reason that
the sky is blue at midday and red at sunrise or sunset is that one sees the scattered sunlight during
daytime and sees the transmitted sunlight during dawn and dusk. Utilizing this wavelength
dependence, we use red as the color for the stoplight and for all traffic control warning signs
because red light has the least scattering power in the visible light spectrum. This allows the
transmitted light to go through fog, rain, and dust particles and reach the intended detector: in this
case the human eye.

Several technologies make use of light scattering to obtain information about materials. Among
these technologies elastic light scattering (ELS) is the main method for the characterization of
particles of sizes ranging from microns to millimeters. In ELS the scattered light has the same
frequency as the incident light, and the intensity of scattered light is a function of the particle's
optical properties and dimensions. In general, the scattered light intensity of a particle is a function
of the following variables: particle dimension, particle refractive index, medium refractive index,
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light wavelength, polarization, and scattering angle. The scattered intensity from a particulate
sample is, in addition to the above variables, a function of particle concentration and particle-
particle interaction. Some of the variables are constants in a particular experimental setup, such as
light wavelength and the particle refractive index. In characterizing particle size using light
scattering, one optimizes sample concentration to a proper range so that the sample will scatter
enough intensity to enable the measurement to be completed with a desired signal to noise ratio,
but not to scatter so much as to saturate the detecting system. Sample concentration is also
optimized for minimal particle-particle interaction and minimal multiple scattering so that the
measurement is performed based on elastic single particle scattering. In addition, in a light
scattering measurement one has to assume that the refractive index and density of particles in the
sample are uniform, which is true for most particulate systems. Thus, the scattered intensity is only
a function of scattering angle, particle shape, and particle size. If the relations between scattering
intensity, scattering angle, particle shape and particle size are known, one is able to resolve size
distribution for particles of a particular shape from the measured angular scattering intensity
pattern. Theories have been developed to aid in the extraction of the information needed for the
determination of particle size from light scattering measurements.

Figure 1.1 Scattering Patterns for Spheres
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Mie Theory
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The Mie theory describes the interaction of light with a particle of arbitrary size as a function of
angle, given that the wavelength and polarization of the light are known and that the particle is
smooth, spherical, homogeneous, and of known refractive index. This theory is more complex than
the theory set forth by Fraunhofer, in that it accounts for all possible interactions between particles
and light, yet it's only applicable to spheres.

Spheres produce light scattering patterns that are characterized by the presence of scattering
minima and maxima at different locations (Figure 1.1) depending on the properties of the particles.
At small angles (typically smaller than 10 degrees) the scattering pattern for spheres is centrally
symmetric instead of axially symmetric, i.e., it displays concentric rings in the direction of the
incident light. Therefore, large particles produce scattering intensities that are concentrated at
small angles and due mainly to diffraction effects from the edge of the particle.
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3.1.2 Fraunhofer Theory

PIDS

When the particle size is much larger than the wavelength of light or the materials are highly
absorptive, the edge effect of the particles contributes more to the total scattered intensity.
Interference effects are now due to the bending of light at the particle's boundary (diffraction). In
a light scattering measurement, because the light source is far away from scatterers and the optics
are usually designed so that the incident beam illuminating the scatterers is homogeneously
parallel, only Fraunhofer diffraction will take place. For these spheres, the Fraunhofer diffraction is
just a simplified form of the Mie theory with the limiting condition that d >> 1.

Fraunhofer theory can only be used for particles that are 1) much larger than the wavelength of the
light (typically > 30 mm) and non-transparent, i.e., the particles have different refractive index
values than that of the medium (typically with the relative refractive index being larger than 1.2),
or 2) highly absorptive (typically with absorption coefficients higher than 0.5). In Fraunhofer
theory the refractive index of the material is irrelevant because for large particles the scattering
intensity is concentrated in the forward direction -- typically at angles smaller than 10 degrees. For
this reason Fraunhofer diffraction is also known as forward scattering. The angle for the first
minimum of scattering intensity is simply related to the size by EQ 1.

pp } EQ1
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Most of the scattering intensity is concentrated in a very sharp central lobe, which provides a much
simpler solution applicable to sizing large particles in a light scattering measurement.

Light scattering is an absolute measurement technology only in the sense that once the
experimental setup is correct, calibration or scaling are not necessary in order to obtain the volume
(or weight) percentage of each component. In addition, choosing a correct optical model is often the
key step in obtaining the correct results.

Many samples have particle sizes that extend into the submicron range creating a wider size
distribution range. However, as a particle size gets smaller, the ratio of particle dimension to light
wavelength (d/1) is reduced. Interference effects are thus reduced and the scattering pattern
becomes smoother and less angular dependent. At this smaller size range, the sensitivity of particle
size to scattering intensity pattern is greatly reduced causing it to be more and more difficult to
obtain correct size values. Obviously, if light of a short wavelength is used, the ratio will be great,
and so the lower size limit will be effectively extended. Combining the polarization effects of light
scattering with the wavelength dependence at high angles, we can extend the lower size limit to as
low as 40 nm, almost reaching the theoretical limit. This is the patented Polarization Intensity
Differential Scattering (PIDS) technology.

The origin of the polarization effect can be understood in the following way. If a small particle, much
smaller than the light wavelength (d <<1), is located in a light beam, the oscillating electric field of
the light induces an oscillating dipole moment in the particle, i.e., the electrons in the atoms
comprising the particle move back and forth relative to the stationary particle. The induced motion
of the electrons will be in the direction of oscillation of the electric field, and therefore

1-3
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perpendicular to the direction of propagation of the light beam. As a result of the transverse nature
of light, the oscillating dipole radiates light in all directions except in the direction of oscillation as
visualized in Figure 1.2. Thus, if a detector is facing the direction of oscillation it will receive no
scattering from single dipoles. When the light beam is polarized in either the vertical or the
horizontal direction, the detected scattering intensity Iv and Ih at a given angle will be different.
The difference between I and Th (I-1h) is termed the PIDS signal. In addition, because the PIDS signal
varies at different wavelengths, measurements of the PIDS signal at several wavelengths will
provide additional information that can be used to further refine the size retrieval process.

Figure 1.2 Scattering From Different Polarizations
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Since the PIDS signal is dependent on particle size relative to the light wavelength, valuable
information about the particle size distribution can be obtained by measuring the PIDS signal at a
variety of wavelengths.

3.1.4 Particle Non-Sphericity & Light Scattering

Laser Diffraction Measurement for Non-spherical Particles

Many industrial particles, such as soils, sands and mineral powders are irregularly shaped and can
have either a smooth or a rough surface. The analysis strategy that all commercial instruments
employ in the measurement of randomly oriented particles is to use a spherical approximation and
treat every particle as a sphere regardless of the real shape. This method produces a size
distribution with one variable, diameter, which is easily traceable and comparable to the results
obtained from other technologies. This method sometimes works well for many irregularly shaped
particles. Because the finite detector area integrates and smoothes out the intensity fluctuation
caused by any surface roughness, and additionally because there is a smoothing effect from the
rotation of the particles, the scattering patterns approximate those created by spheres. However,
for many particles, because of their deviation from perfect sphericity, the size distribution obtained
is only apparent or nominal, and will be biased. In certain extreme cases the results of using a
spherical model on non-spherical particles will be very different than from the truth. This type of
systematic bias often shows up when comparing laser diffraction results with those obtained from
other methods (see Particle Characterization: Light Scattering Methods, R. Xu, Kluwer Academic
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Publishers, 2000, and Comparison of sizing small particles using different technologies, R. Xu, O.
Diguida, Powder Technology, 2003). As it has been summarized in the international standard 1SO
13320-1:1999 Particle Size Analysis - Laser Diffraction Methods- Part 1: General Principles the
deviation of particle shape from a sphere can be one of the many sources of bias:

“6.6.3. Another main source for bias arises from the departure from the theoretical assumption for the
particulate material. Again, the errors can come from different sources.

* Firstly, most particles in real life do not fulfill the assumption of sphericity. Non-sphericity of particles
leads to different cross-sections in different orientations. Since particles are generally measured in all
possible orientations, this leads to some broadening of the particle size distribution as compared to the
equivalent volume distribution. Moreover, the median and mean diameter may be shifted, often to a
larger size.

¢ Secondly, the particle surface may be rough instead of smooth. This causes diffuse light scattering at
the boundary, which often has a similar influence as absorption of light within the particle.

*  Thirdly, the particles may be optically heterogeneous, as is the case for porous particles. This may lead
to an apparent presence of significant amounts of very small particles, which are non-existent.”

PIDS Sizing

As mentioned above, with its patented PIDS assembly the LS 13 320 can provide information about
particles within the range of 0.017 microns. Particles in this range offer limited information in

diffraction patterns, so the PIDS technology is required to accurately measure these small particles.

Components

The PIDS assembly consists of:
* Anincandescent light source and polarizing and bandpass filters
* PIDS sample cell

* An additional seven photodiode detectors, six to measure scattered light plus one to monitor
the beam strength

Functions

The PIDS assembly functions are:

* Toilluminate sample particles sequentially with beams of light centered at three different
wavelengths polarized vertically and then horizontally (relative to the plane containing the
light source, scattering region, and detectors) at each wavelength.

* To determine the difference in scattered intensity between the vertical and horizontal
polarizations as a function of angle for the three wavelengths of light.

1-5
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Description
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The PIDS assembly provides the primary size information for particles in the 0.017 um to 0.4 ym
range. It also enhances the resolution of the particle size distributions up to 0.8 um. This additional
measurement is needed because it is very difficult to distinguish particles of different sizes by
diffraction patterns alone when the particles are smaller than 0.4 um in diameter.

The PIDS assembly in the Optical Module uses an incandescent tungsten-halogen lamp and three
sets of vertically and horizontally polarized filters to provide polarized monochromatic light at
three different wavelengths: 450 nm (blue), 600 nm (orange), and 900 nm (near-infrared, invisible).
The light is focused through a slit and is formed into a narrow, slightly diverging beam that is
projected through the PIDS sample cell.

The PIDS assembly measures the pattern of the difference in scattering of vertically and
horizontally polarized light. To obtain as much information as possible about the small particles
measured by the PIDS assembly, it illuminates the particles sequentially with vertically and
horizontally polarized light of the three different wavelengths (colors). The three wavelengths of
light permit three independent measurements of the PIDS effect at different ratios of particle sizes
to light wavelength.

For each of the three wavelengths, the differential scattering pattern (PIDS pattern) is observed at
six detectors centered at a scattering angle of about 90°. In total, the PIDS assembly makes 36
measurements of the light scattered from the sample: scattered light of two polarizations at three
wavelengths and six scattering angles (2 x 3 x 6 = 36). A seventh detector on the opposite side of the
cell from the light source measures the intensity of the unscattered light to determine the amount
of obscuration. The 36 measurements are then reduced to 18: the difference in scattering between
the two polarizations measured at each of the three wavelengths and five scattering angles. These
18 measurements form a pattern that varies sensitively with particle size.

The PIDS measurements are added to the same deconvolution matrix that is used for diffraction
sizing. The relative volume of particles in each size channel is determined by a solution for this
matrix. The analysis is completely integrated, so although two methods are used, a single solution
is obtained.



CHAPTER 2

Installation

—

/\ CAUTION

Risk of possible damage to instrument. Unpacking the LS 13 320 without full
installation knowledge of the instrument could result in damage or not properly
identifying damage during shipment. Do NOT unpack the instrument. An
authorized Beckman Coulter Service Representative is responsible for unpacking,
installing, and setting the instrument for you.

Each LS 13 320 is tested before shipping. International symbols and special handling instructions
are printed on the shipping cartons to inform the carrier of the precautions and care applicable to
electronic instruments.

Installation Requirements

Environment

For best performance of the LS 13 320, find a site that is:

Clean and free of dust

Well ventilated

Smoke free

Isolated from external vibration sources

Temperature controlled as large or frequent variations in temperature can change the
alignment of the laser beam

The system requires a flat, stable surface at least 0.7 m (2.5 ft) wide and 1.8 m (6 ft) in length. A
height clearance of at least 0.7 m (2.5 ft) is recommended.
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Power Requirements

/\ CAUTION

If you plan to use a power strip other than one recommended by Beckman Coulter,
please call your local Beckman Coulter representative to be sure that your power

strip is compatible with your instrument.

Make sure the instrument is close enough to a power receptacle so that the AC power cable reaches
it without stress. Power requirements are shown in Table 2.1 and Figure 2.1 shows the electrical

requirement labels located in the rear lower right corner of the bench.

Table 2.1 Table 4.1 LS 13 320 Power Requirements

Power Category

Requirement

Input Voltage (V)

100, 120, 220,

240

Input Frequency (Hz)

50/60

Power Consumption (W)

720 Maximum

It is recommended that a surge protector be used to ensure correct operation in the presence of
electrical transients and noise. At least three 3-wire service outlets are needed for the instrument
with its computer, monitor and printer.

Figure 2.1 Electrical Specification Labels

IE.AC MAIN HAS HO GREER
GROUNDING CONDUCTOR,
WIRE EARTH GROUND
CONMECTION DIRECTLY
TO GROUND

WARNING

INSTRUMENT
1S WIRED FOR

Temperature and Humidity Requirements

Temperature: 10 to 35° C

Relative Humidity: Zero to 85% without condensation

2-2
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Sample Modules Specific Requirements

Suspension Fluid for Aqueous and Universal Liquid Modules

IMPORTANT Be sure that the material being sized and the suspension fluid do not violate any hazard waste
or clean water discharge regulations.

The Aqueous Liquid Module requires clean, bubble-free liquid as its suspension fluid. Regular tap
water that is filtered and degassed can be used. We recommend that you use a 0.2 um or smaller pre-
filter.

Drain for Aqueous Liquid Module

Connect the drain hose to a wastewater drain located near the instrument.

Drain for Universal Liquid Module

If a suspension fluid other than water is used, connect the drain hose to a dedicated waste disposal
container, It is the users responsibility to properly dispose of any hazardous samples and
suspension fluids used in the instrument.

Vacuum for Tornado Dry Powder System

The Dry Powder System requires a vacuum source (optionally supplied by Beckman Coulter) for
operation. If you choose to supply one, you will need a unit capable of sustaining rates up to 420 L/
minute at 740 to 750 torr (15 cfm at 5 to 10 inches of water below atmospheric pressure). A remote
power switch and hoses are also needed to connect your vacuum source to the Dry Powder System.
Your Beckman Coulter Representative can recommend a vacuum source for your system.

Hardware Connections

See Figure 2.2 for the location of interunit connections as well as the on/off switch on the Optical
Bench. The location of ports on the computer, monitor and printer may vary according to the
hardware you purchase with your unit. Check the appropriate manufacturer's manual.
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Figure 2.2 Location of Interunit Connections

Computer
Interface Cabl

Software Installation

Installing and Starting the Software

The installation of the software is carried out automatically when you insert the CD into your
computer CD drive. Just follow the steps as you're prompted to complete the installation.

Configuring Software Parameters

To configure the connection parameters for your LS 13 320 and PC:

* From the LS 13 320 software program select Security.

* From the security dialog box, select Enter Supervisor Mode.
¢ Select Connections.

The dialog box with the connection settings appears (Figure 2.3).
In the Connections Parameters box:

¢ Port - accept the current setting or check the radio button, ®, to select a different
communications port.

* Baud Rate - verify that the speed is set to 19200 Baud. If another speed is displayed, check the
19200 Baud radio button.

24
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Figure 2.3 Connections Dialog Box

Connections E|
Part
0k,
|COM1 [bwalable] |
9600 Baud Cancel

f+ 19200 Baud
£ 38400 Baud
[ Auto-baud
[&uto-Prep Station:
13200 Eaud only]

Instrument files: Q:ASHAREDMPARTICLE ISDCASWMLS Shcalfiles

[Canfiguration settings apply to all uzers)

Instrument Verification

Post-Installation Verification

To verify the performance of your LS 13 320, a Beckman Coulter control sample must be analyzed.
The acceptable limits are listed on the assay sheets enclosed with the control samples.

= See Getting Started

Daily Verification

We recommend that a control sample be run daily to verify your instrument's performance.
Calibration is determined by the optical design. Therefore, no calibration is required. Measuring
electrical offsets and aligning the laser beam makes all necessary adjustments.

== See Getting Started

Beckman Coulter offers a series of control samples to check the operation of your instrument. A
quality control program is also available, which is a convenient way to have the performance of your
instrument tracked and any problems identified by qualified Beckman Coulter personnel.
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Getting Started

The PC software has been designed to control all the operations of the LS 13 320. Once the
instrument and its corresponding module have been set up and the software installed, click on the
program icon to launch the program. When starting up the instrument after it has been shut down,
allow the instrument to warm up for approximately 20 minutes.

Starting the Instrument and its Control Program

When the program is first launched, the first view presented by the program is the copyright
acknowledgement box (Table 2.2).

Hﬁ | OK launches the control program. Table 2.2 shows the status screen after selecting OK from
the above screen.

Table 2.2 Initial Dialog Box After Software Launch

Non-Compliant Software Compliant Software
Beckman Coulter LS 13 320 Beckman Coulter LS 13 320
Yerzion 6.01 Oct 2003 “erzgion 6.03  Oct 2009
CopyrightE* 1983-2009 Beckman Coulter, Inc. Copyright® 1933-2009 Beckman Coulter, Inc.
Supports FOA
B oL 21 CFR Part 11

FPARTICLE CHARACTERIZATIOMN FPARTICLE CHARACTERIZATION
17:11:45  Eastemn Daylight Time 22 Oct 2009 171354 Eastemn Daylight Time 22 Oct 2009
‘ Configured for no security ‘ Beckman Coulter LS

weo# VYV ¥ PRV VY

2-6



Figure 2.4 Security Level Options

Security Set-up

Select security level 0K
* Ho securty
" Low security Canicel

" Medium security

" High security Add a User.. |

" 21 CFR Part 11

Installation
Getting Started

The status screen shown in Figure 2.4 allows you to select the security level you wish to use. For
more on security levels refer to Security Options. Once a security level has been selected, the dialog
screen shown in Figure 2.4 will not be displayed again. Figure 2.5 shows a diagram of the steps and

dialog screens to follow after selecting a security level.
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Figure 2.5 User Set-up Flowchart
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ok | Cocel |

Beckman Coulter LS )

’!E Uze the Securty men, Enter Adminishiator Mode, for more secunty options .

Lok

Selecting a Module

The optical module is automatically recognized by the optical bench when the module is docked
into the optical bench.

Hﬁ | Run from the menu bar (Figure 2.6).

Hﬁ | Use Optical Module (COM 1). If there is no module connected to the LS 13 320 or there is a

problem with communication between the computer and the LS 13 320 bench, an error message will
be displayed, as shown in Figure 2.7.
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Figure 2.6 Selecting An Optical Module

Admimstrator mode

Fie Window | Fun Preferences
B | | - :

Start Dislog Demo
Start Graph Dermo

IMPORTANT If this occurs, ensure that an optical module is connected to the LS 13 320 bench. Make sure
that the module is docking properly; otherwise contact your Beckman Coulter Service Representative.
Also, check the connections between your computer and the LS 13 320 bench.

Once a module has been identified the screen shown in Figure 2.8 will be displayed.

Figure 2.8 Ready Screen
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Making Measurements

In order to obtain the light intensity patterns (diffraction or PIDS) described in previous chapters,
from which the size distribution is calculated, a number of functions have to be performed by the
instrument. These are explained below in the order they are completed during a complete run cycle.

Measuring Offsets

With the laser off, the offset or bias voltages of the amplifier circuit are measured in order to 'zero
out' (or establish a baseline of any electrical noise) at a detector channel. This is necessary because
the signal at a detector channel (a detector channel consists of a light sensitive detector surface and
the associated amplifying electronics) does not necessarily go to zero in the absence of light.
Therefore, to accurately measure the light intensity the offset voltage must be measured and
subtracted from the scattering signal from the sample.

Alignment

During this step the laser beam is automatically aligned at the center of the detector array. In order
to accurately measure the light intensity as a function of scattering angle, the laser beam must be
precisely positioned. In the LS 13 320, the laser beam is aligned within 1-2 microns of the center of
the detector array on the horizontal and vertical axes.

Measure Background

Here the light intensity levels received by the detectors are measured with no sample in the system,
and then subtracted out. This procedure eliminates the signal due to the outer edges of the Gaussian
laser beam, in addition to any light leakage or scattering from dust on the lenses or any other
particulate present in the optical path. The background should always be measured prior to adding
sample to the system.

Measure Loading

2-10

This function measures the amount of light scattered out of the beam by the particles so as to
determine an appropriate concentration of sample. Enough sample is needed to provide an
acceptable signal-to-noise level in the detector channels, but if too many particles are present, light
already scattered from one particle will likely be scattered from another, blurring the light intensity
pattern. The obscuration reported on the title bar of the run window, or on the status bar, is the
percentage of light scattered out of the beam by the particles. When sizing particles without using
PIDS an obscuration level of 8% to 12% is appropriate, except when using the Dry Powder Module in
which case an obscuration of 4% to 7% is sufficient. When PIDS is used, a PIDS obscuration of 40% to
60% is recommended.

IMPORTANT When analyzing materials with wide size distributions requiring the use of PIDS and diffraction
to detect small amounts of large particles. It is recommended that diffraction obscuration is increased
regardless of whether the PIDS obscuration is above the maximum recommended value.



Running a Control

Installation 2
Making Measurements

After performing the installation functions, the instrument is ready to measure the light intensity
patterns and calculate the particle size distribution. The above steps are recommended when
analyzing a sample in order to obtain consistent and accurate results. The selection of the controls
(provided by Beckman Coulter) to be used will depend on the sample module being used and are
listed in Table 2.3. The following section describes the procedure to follow in order to verify the
operation of the instrument by running a control sample.

Table 2.3 Controls Used With Specific Sample Modules

Sample Module

Control

Universal Liquid Module (ULM)

Latron 300LS, G15, GB 500

Aqueous Liquid Module (ALM)

Latron 300LS, G15, GB 500

Tornado Dry Powder

G35, GB 500

Micro Liquid Module

G15

1 ”ﬁ| Run.

2 ”ﬁ | Run Cycle (as shown in Figure 2.9).

Figure 2.9 Run Menu

Run  Control  Preferences

Run Cyvcle...
Fun Cycle Opkions. ..

Sei

Start...
stop
Repeak
Zamncel

Load an SCFP...
Remove the S0P
Creake an S0P,

Load an SCM...
Remaywe the SO
Save the S0M, ..
Get the S0OM Info. ..
Creake an S0, ..

Enter Sample Infa...
Make Optical Madel, ..

L5 13 320 Module Demo, ..

Skatus Panel Setkings. ..

Shut Dovwn Cptical Module
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3 ”ﬁ | New Sample and select the Include PIDS check box (see Figure 2.10) if your sample contains
particles below 0.4 um (ULM and ALM only).

Figure 2.10 Run Menu

Universal Liguid Module Run Cycle

Hew 5ample [~ BepeatCycle [ Include PIDS data Start

Clear Al

 Auto Binse Options. .. | Cancel
[ De-tbubble

Iv teasure Offzets Mat =&t

v Align Mat aligned

[v Measure Background Mat zet

v Measure Loading [by Standard Obscuration) [ Somicate during Loading
[ Enter Sample Info Sample Info. . l—_l
[ Enter Bun Settings Fiun Settings...

W Start 1 Rur Save

[ Auto Rinze
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"ﬂ| Start. A sequence of steps will automatically follow after selecting Start as indicated
below.

a. Measuring offsets

Figure 2.11 Measuring Offsets Screen

Furls Edt Wew Grach Anshe Onpley  Cancel
Detector

10

Detector (mv)
oo
1 I!

——

)
0 20 40 &0 80 100 120 140
Detecior Mumber

b. Alignment

Figure 2.12 Auto Align Screen

g
£
-
Q
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¢. Background measurement

Figure 2.13 Measuring Offsets Screen

d. Measure loading

Figure 2.14 Measuring Obscuration (Loading) Screen

Once the correct obscuration is obtained, click on the Start Analysis button to continue to
the next step.
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e. Sample information

Figure 2.15 Sample Info Dialog

Enter Sample Info
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Making Measurements

X]

Template: <G10:_<U2x _<R2s <=
File Mame: _00 15z

File Hame...

Eile 1D | Operator; |
Sample [D: | Bar Code: |
Carmment 1 || Bun Hurmber: I'IE—
Comment 2: |
Sample Dersity: ID— a/ml | Control Sarnple Sample Statistics...
Fluid: W ater

Select Fluid...

[ockanut. |
_Geaa |

Cancel |

Clear All

]9

f. Runinformation

Figure 2.16 Run Settings Dialog

Micro Liguid Module Run Settings

Before first run

—

Bun length: B0 zeconds

MHurmber of ring: I'I_
» o

After each rin

[v Compute Sizes
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[v Save File
[ Export Data

[ Print Report
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Ok

Cancel

[ Lse Stirer

A | o

Fraunhofer b odel...

S0 _<U2s _<RZw <= File Mame...

T
_Feport. |
Folder...
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5 Complete the sample and run information dialog boxes with the pertinent information.
A

The above procedures can be greatly simplified by using either the Standard Operating Method
and/or Standard Operating Procedure features. For more on these procedures see the sample
module section.

Running a Sample

Once the performance of the instrument has been confirmed to be correct by an analysis with a
control, a sample can then be analyzed. The validity of the results from an unknown sample is based
on the good performance of the instrument, as supported by the control analysis, and by the correct
preparation of the sample in question. See APPENDIX B, Sample Handling for more information on
sample dispersion and preparation. The steps to follow to analyze a sample are similar to those used
to analyze a control sample. SOPs can also be created to set up the analysis of a particular sample.

1 Hﬁ' Run > Run Cycle - Figure 2.9.

2 Under Run Cycle select New Sample. If PIDS is to be used select the Include PIDS data check box
to activate this option. Select Run Settings - Figure 2.10.

3 IntheRun Settings screen (Figure 2.16) choose 60 seconds for the Run Length. When using PIDS

select 90 seconds for the Run Length. Under After each run click on the Compute Sizes and Save
File check boxes. Select the Model option (Figure 2.17) and choose the correct optical model. If
the optical model you need is not found in the list of optical models, you may create a new one
that will suit your particular sample (See APPENDIX C, Optical Models).

4 Hﬁ'OK.

5 ”/E'” Start.
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6 From this point on the sequence of steps is the same as described in the previous section
Running a Control.

Figure 2.17 Optical Model Dialog Screen

Select Optical Model

Sample [nfo

H1B071 042,502 PN
A

0.160 UM PSL

LOTH#25542 ADDED 1.5 ML OF SAMPLE b

Optical kodel

*if730d

FIGMEMT5.rf7a0d A Cancel
POLYURE.F720d I —
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ze0rf7a0d —_—

OF.

b/ Hew Model...

0ld kodel:

pzl.rf#30d e-factor. |1

[+ [nchude PIDS data

[ Subrnicran-only

A

As with controls, the sample analysis steps can be simplified through the use of Standard Operating
Methods and Procedures (see your specific sample module manual for more information).

Reference Background

A reference background can be created for each particular sample module. The reference
background can be subsequently used to compare how the module is operating. The reference
background must be created with the best background obtained during a run that indicates that the
module windows are clean and, if using the ULM, MLM or ALM, the diluent is particle free. When
comparing backgrounds from different analysis runs with the reference background, a deviation
from the reference background is an indication that the sample module should be inspected (and
cleaned if necessary) or the system needs servicing. See the individual sample module section for
maintenance procedures.
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To create a reference background:

1 Perform a sample analysis. If the background is within the recommended value (less than

2 x 106) you may select this file as your reference background.

2  From the Run menu select Run Cycle Options (Figure 2.18).
3 Select New Reference Background.

4 From the dialog box select the file you want to use as the reference background file. Click Open.
The background from the file you select will then be saved in the calibration files folder using
the following filename format: ZXBYYYY.$ls, where:

X = L for the ALM
U for the ULM
M for the MLM
P for the Tornado DPS
Y = the last four digits of the optical LS 13 320 bench serial number



Figure 2.18 Run Cycle Options Dialog
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Universal Liguid Module Run Cycle Options

[ i Fun Control 5 ample

A

Meazure Offsets for |0 zeconds
Every (B0 minutes
M eazure Alignment

¢ At . a0 -
~ Marual WETY minutes
teazure Backgrounds for |60 seconds
v Show Reference [ As Dverlay

Backaground {* Az Patio

C:ALSAChcalfiles LB KOO0 $LS

MHew Reference Backaground... |

b amimurn fill tirme: |B0 zeconds

Repeat Cycle

—I Defaults | k.

Sample Loading Optiohs
{+ By standard Obscuration

" By Obscuration l_
' |_
" By Sample weight

" By Sample Yolurme

Dizable 'Start Analysiz" when
Obscuration iz naot OF,

[ Enable Auto-Dilution

Auta Binse: Drain for |15 seconds

Fepeat E tirnes

_I:':'l':'r"' Cancel

2-19

2



Installation
Making Measurements

Figure 2.19 Reference Background File Selection
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Figure 3.1 LS 13 320 Software
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File Menu Options

File Menu Options

3-2

a= LS - Reviewer Mode

5= Window BRun Preferences Security Help
Mew
Open...
Qverlay. ..
Average...
Create Size Trend...

Import Size Data...

Open Overlay List. ..
Average from a List. ..

||

hange Folder. ..
iS5 _Data'DatalsMooodsn 8960104
CLSC

I3 li= |

D:\L5_Data\Data\SMxooodisn 8950104 X49089600QA. £01
D:\L5_Data\Data\Shxooodisn 8950104 A 100895004, 501
D:\L5_Data\Data\SNxcxkx\sn 8960\QA W 5896004, §01
C:\L5\C\test, §05

| o P I [ X Ry (o

Create Folder...

Print Repaorts. ..
Print Window
Print Screen
Printer Setup...

Exit

New...

The New command opens a blank window labeled “Untitled”. Use the New command to manually
enter channel data for a new data file. This function is often useful in the creation of “Standard” or
“Reference” data sets.

Open...

S

L=

Cpen

The Open command displays a dialog containing a list of stored files. Select the file you wish to open
either by highlighting the file and using the Open button, or by double-clicking on the filename in
the list.

NOTE n order for a file to be displayed by default in the dialog box, whether new, imported, or acquired
directly from the LS 13 320, it must have an extension that matches what is shown in the Files of type:
field.

The Open button found on the tool bar may also be used to fulfill this function.
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To open a file:

1 uﬁ | File > Open or click on the Open icon.

2 Select the file you want to open and click Open.
N

Lauki_n:|lf.‘@f-‘-. ﬂ & B cF B

|=] A1008960QA.$01 |=] PO108960QA.501 |=]%3008960QA. 01
A1008950QA.502 |BPo1089s0gA. 502 B x30089600Q4. $02
A1008960GA. 03 PO108950QA. 803 |5 %¥3008960QA. 503
=] a0s55896004.501 [=|EEEIIE =] x4908960Q4. $01
ADS558960QA.502 | W53950Q4A. 502 ¥4908960QA. 502
ADS58960QA. 803 | W539500A. 503 ¥4908960QA. §03

File name:  |[W53960Q4.501 Open

Files of type: |}'-,|I LS (*.59 j Cancel
=

[ Cpen as read-only

Recent
Eolders:

| DenLS_DatahDatah St en S36000A

! ! Get Info... | Oerlay... |
: . W Quick View |Size -
1 I "
0.375 pm Mode: 16.4 pm 2000 pr
File narne: WHBIE0 A, $01 rS
File 1D: "WRBIE00A 3
Sample D WhGARMET
Operator: Rk —
Run number: 1
Comment 1: LOT #1710 Added 0,30 ar
Comment 2: AM3ETE0 bt
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The results screen is displayed along with a box that displays the statistics as shown below. If the
statistics box is not displayed, you may access it by selecting Analyze > Show Statistics on Graph.

=

RunFile Edit Wiew Graph  Analvze  Display
Differential Yolume

127 —— Example $02
[
104 0.375 pm to 2,000 pm
“olurme:  100%
Wledian: 1598 pm
g - 5D 719 pm
di; 8.095 pm
a’g_“ o 2383 um
I —]
= &
=
o
=
4 -
7
D | T T | | T T T | T T T

T T T T ™
10 20 40 100 400 1000

Farticle Diameter (Jm)

T
04 1 2 468

34
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Overlay...

Overlay is analogous to Open, but allows you to open a total of 30 files and display them as an overlay
in one graph. Saving an overlay as a .ovr file only saves a list of the names of the files in the overlay.
In order to open an .ovr file, all the files named in the list must be present in their original locations

Overlay E|

Becent Folders: | D:MLS_Data\DatahS Memseban S9608G4A j

File Mame:

4§ BILS %87 - I Open as Read-only

Folders: 16 Files: 2 Selected Files:

A100296004, $01 A |D:ALS_DatahD atabSMemmehan 3960%04N41 0039600
A100856004, $02 = DehLS_DatahD atahSHxetan 8960040558960
ADSRE9E00A. $02
ADSREIE0GA $03
PO1089600A.$01
PO1039600) A, $02
] PO10896004,.$03
& 296004, $01

IR aea

W5SIE004, $02
5296004, $03
S AN0RIE0GA, $11 v % | >

Update =r Add = Get Info... | | ]
[v Quick Wiew |Size - Cancel
”~

E File name: WHEIEOGA, 01
! Filz 1D WHEIE0MA
! Sample D wWh GARMNET =
: Operatar: FikdY

; - - Fiun number:

0.375 pm Mode: 16.4 pm 2000 pm Comment 1: LOT #1710 Added 0.30 or b
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Average...

The Average command allows you to create a single file produced by averaging the data from up to

150 files on a channel-by-channel basis. Some information (especially header information not

common to all files) is not included in the composite file, but the individual runfiles themselves are

not altered by the Average function.

Averaged files may be printed, edited and saved (with a "*.$av" extension) using the Save As

command under the RunFile menu. You may also save the file by selecting Save List of Averaged
Files... from the RunFile menu. The saved file will be assigned the extension .avg. This file can later

be accessed from the Average From A List... option in the File menu.

Recent Folders: | DeALS_DakahDatahSMwmten BIE0LEA

x-$x

File M ame:

Folders:

TTdEa T

Update

1
0.375 pm

=

AILS [ 89 ~| [~ Dpen az Read-orly
15 Files: 3 Selected Files:
AD5R3S D:ALS_DatahD atahSMamedten B960NEANST 0085600
ADBREIE00A, $02 DeALS_DatatD atahS Memsthen BIE0LEANAT 003600
ADSREIR00A $03 D:hLS_DatahD atahSMHadten B960NEANST 0085600
PO10836004. 01
PO1039600A. $02
PO10896004, $03
WHEIEO0A $01
*/BBIE0GA, $02
WHBIEOMA, $02
#300836004, 40
X 300896004, $02 o | &8 X
Get Info... | | QK |
; E [v Quick View |Size - Cancel
; ; File name: A0R5396002, $01 -
; ; Fil 1D ANS5895004
! i Sample 1D: ADBR GLASS BEADS
: . Operatar: Fikdf
: g - Run number: 1
2000 pm Comment 1: LOT & 400 Added 8.01 ar M

Mode: 568 pm
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Create Size Trends...

The Create Size Trend command allows you to view and print sequences or groups of analyses in a
single graph. It provides a graph/listing of a chosen sample statistics across sample files. For
example, the Create Size Trend command allows you to view changes in mean particle size over time
by selecting a group of sample files and plotting the mean particle diameter for each run on the
same graph. The display of the Trend Graph and/or Listings will depend on the settings selected
under the Preferences menu.

Create Size Trend E]

Recent Folders: | DeALS_ D atahDatahSMwmten BIE0LGA ﬂ

File Mame: |*.$ |.~'l'n.II LS %% ﬂ [ Open as Read-only

Folders: 15 Files: 3 Selected Files:

SEIE0GA $01 D:ALS_DatahD akah5Muswehen BI60MIANAT 0023600
AO0B5396004, $02 D:ALS_DatahD akahSMemeehen BI60MIANAT 0033600
ADE53I600A. 503 D:ALS_DatatD atabSMexesbsn 336043441 0083600
PO10236004. 401
PO10336004. 502
PO10236004.$03
] WEBIE00UA, §01
WwHBIE00A, 02
WHBIE00A, $03
A3I00336001A, 01
23003360014, 302 ¥ |8 >

Get Info... | | QK
[v Quick View |Size - Cancel
”

TIdEaar

Update

: i ; ; File name: A055896004 301
: ' ! ! File 1D: 40558360014,
: : . ' Sample |D: &085 GLASS BEADS
: | : , Operator: Fibdy
' ' ' ' Run number: 1
6_375 pm bods: BEE pm 2,:,6,:, um Comment 1: LOT # 400 Added 8.01 or b
Using Size Trend

1 ~B| File - Create Size Trend. The Create Size Trend dialog box (see figure above) is
displayed.

2 Select the files to include in the Size Trend Analysis.
3 -p|ok.

4 Toselect the variables to be plotted, - | Graph on the RunFile menu bar. The options in the top
section of the menu are the y-axis choices. The x-axis choices are provided by the X Axis fold
out menu.
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5 Tosave atrend file ~Fj| RunfFile select Save. The file should be saved using the "$tr" extension.

6 Toaddanew filetoan already saved trend file, open the trend file <} | RunFile. Select Open and
Add to Trend. Select the file to be added. ~/fj| oK.

A
s || Bt ] M= E3
Porfls Ede e | Hiach Seshos [hobe Uiy
W s D
_ n Brean Chameter (1 5.0
95 Qeal seen (LNtiHed)
0.
LY
10
B &0 .
1 - TR LR S et e -4250.
Cuggpan Trere] Poands. » |
Speckc Surlace fura | | s
L Dbariesiar, |
E FDS Obazusaton
= w Show Terd Lt i
S0 mer— Average
] e
§ |  De
- 1 Miraga
2 & i Sangie |l
3§ | Conmend i
4 - =250,

Sequence

In the Size Trend graph, limit lines and labels may be included to represent the mean or nominal
value, and upper and lower limits, and enter labels for these lines. This function is located in the Edit
menu.

Import Size Data...

Select Import Size Data to import data generated by the software that is in file format of types .txt
or xls. To convert these types of data files, click on the File menu and then click on Import Size Data.
Next, type the file name in the space provided or select the file of interest in the Open for Import
dialog box. Using file names with a 3-character extension beginning with the symbol '$' is
recommended when saving imported data. Files that have an extension beginning with "$" will be
automatically recognized by the LS 13 320 program.
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Open for Import
Look in: | () Impart ~ £k Ef-

B A 1008960QA. 50135
B wsa96004. $01.x0s
=4} 400896004, $01. bt

Filename:  [X49089600QA.501 b Open
Files of type: |}-‘-.II Files ") j Cancel
Recent -

Fador. | CALS Empon =l

Wiew File. . |

In the dialog box (see next figure) select the first and last lines that include the data of interest
followed by the channel sizes and data.
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CALS\CMImport'X49089600A.501.txt (193 lines)

First Line |77 Last Line |193 Auto

Cancel
Channel Sizesz Channel Data
f+ Diameter * Lower Edge " Mumber + Differential
" Yalume " Center f* “aolume " Cumulative
" Suface Area ¢ UpperEdge " Surface Area

Colurnn I'I_ Scale by |1 Colurmn |2_ Scale by |1

Click firzt data line, zhift-click lazt data line:

0B 10 ”
070 25

071 50

072 78

07390

074: "Channel Diameter [Lower]" " DifE"

075 "um™. Volurme"

076 ™ E

073: 0.044.0
073 0.043,0
020: 0.053.0
051: 0.058.0
022: 0.064,0
083 0.070.0
024: 0.077.0
025: 0.024.0
056: 0.093.0 v

Open Overlay List...
Opens a saved overlay file (.ovr).

Average From List...
Opens files with the extension .avg.

Change Folder...
The Change Folder command can be used to locate data files stored elsewhere on your computer.

Create Folder...
The Create Folder command displays a dialog box that allows you to create a blank folder/directory
for the storage of new or renamed data files.

Print Reports...

The Print Reports command allows a separate report to be generated for each file that is selected
from a list of files that appears in the Print Reports dialog box. The form and content of these
reports is defined by selections made in the Reports section of the Preferences pull-down menu.

Print Window & Print Screen...
Print Window and Print Screen create bitmap images of either the result window or both the main
and result windows (as well as anything else visible on the Windows desktop).
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Window Menu Options

a= |5 - Reviewer Mode

File B8 Fun  Preferences  Security  Help

liwl Copy Window
Oper ~ Save Window as a Bitmap. ..

Cascade

Tile

Tile - Horizontal
v Tile - Vertical

Minimize All

Restore All

Copy Window...
The Copy Window command creates a copy of the current active window and pastes it into the
Windows buffer, where it can then be pasted into other applications.

Cascade...

With the Cascade function, up to 16 result windows (e.g., graphs or listings) containing different
data can be displayed on the screen simultaneously, overlapping each other so that the upper left
corner of each graph window is visible. Open result windows are displayed one behind the other.

Tile-Horizontal...

Using the Tile-Horizontal display function, up to 16 open result windows containing different sample
data runs can be displayed on the screen simultaneously, with the major axis running horizontally.
Tile-Vertical... Using the Tile-Vertical display function, up to 16 open result windows containing
different sample data can be displayed on the screen simultaneously, with the major axis running
vertically.

Minimize All...
When Minimize All is selected, all windows are minimized (i.e., represented only by title bars).

Restore All...
Selecting Restore All restores all minimized windows to their original window configurations.
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Run Menu Options

Fun Control Preferences  Sec
Run Cyde...

i ych ot X
Start... — Dbscuration Bas———————— | ITI
i B Coo e
itapaa Defaults | Cancel |
i Ful Scale [20 %
Load an SOP...
Low : :

Rempye the SOF Progress Blar
Create an SOP... B High [ —
Load an SOM. .. —’
Hemote Be 500 — Graph .
Save the S0M...
Get the SOM Infa... — Trace | Fesy I [
Creste an 30, B Backgound —
Enter Sample Info.,. _ID L
A Sttt e — Stalus Panel Locaton——— Busy |
LS 13 320 Module Demo §.

~ Lek ¢ Right
Stakus Paned Seumsl\
Shut Down Optical Module

IMPORTANT The Run menu shown above will become active once the optical module is connected to the
PC.

Run Cycle...

=]
Cycle

The Run Cycle menu allows you to set all the parameters necessary to perform an analysis on a
sample. This menu allows the selection of the PIDS data option is found as well as Measure Offsets,
Align, Measure Background, and Measure Loading. These options are customized for each sample
module and are explained in more detail in CHAPTER 2, Installation, Making Measurements.
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Universal Liguid Module Run Cycle

Hew 5ample [ BepeatCycle [ Include PIDS data Start
. Opticns... | Cancel |
[ &uto Binze
[ De-bubble
[v Measure Offzets Mat zet
v Align Mat aligned
[v Measure Background Mat et
v Measure Loading [bw Standard Obscuration) [ Soricate during Loading
[ Enter Sample Info Sample Info... I—_|
[ Enter Bun Settings Fiun Settings...
¥ i : Save
[ Auto Rinze

See Running a Control Running a Control for more information on the options under
the Run Cycle menu.

Run Cycle Options...
This option allows the user to set up parameters for various parts... the offset, alignment, and
background measurements that will be used under the Run Cycle menu described above.
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Universal Liguid Module Run Cycle Options

Fepeat Cycle

—I Defauls Ok
_I:Dh:"“' Cancel

Sample Loading Options

Measure Offzets for |60 zeconds ' By standard Obscuration
Every |B0  minutes By Obscuration I_
" |_
teazure Alignment
¢ Auto ~ : I_
Every |BD  minutes By Sample Weight
" Manual

" By Sample Yolurme

Dizable 'Start Analyziz' when

Meazure Backgrounds for (B0 seconds Obscuratian iz not 0K
 Show Fieference Az Overlay [~ Enable Auto-Dilution
Background {* Az Ratio

C:ALSYChealfilesh\ZLIBK.O000 $LS
Auto Binze: Drain for |15 zeconds

Mew Reference Background... | A ; E i
Epea imes

A amirum fill tirme: |60 zeconds

Loading of the sample can be controlled either by obscuration, sample weight, or sample volume.
Any one of these options is selected by checking the corresponding check box under Sample Loading
Options.

Create SOP... Load SOP...

SOPs can be created to provide consistency in the way the analyses will be done. The SOPs can be
secured by a supervisor and/or administrator in order to keep any user from changing any of the
settings. SOPs are comprised of SOMs and Preference files. Refer to a specific Sample Module Section
to learn more about how to create, load, and use an SOM, and to the Preferences section to set up
particular preferences.

Create SOM...

SOMs allow you to set all the analysis parameters that will be needed to perform the analyses on
your samples. The SOMs can be used in conjunction with SOP's or by themselves. Create an SOM
consists of a sequence of six screens which provide a range of options to select from.

To create, load or use an SOM refer to your specific Sample Module Section in this manual for
further instructions.

Enter Sample Info...
This dialog box allows you to enter all the pertinent information about the sample to be analyzed.
The sample statistics, fluid (diluent), and file name format can also be edited from this dialog box.
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Refer to your specific Sample Module section in this manual for further instructions.

Enter Sample Info b__<|
Eile 1D | Operator; |
Sample [D: | Bar Code: |
Comment 1: || Bun Number: I'IE—
Comment 2: |
Sample Dersity: ID— a/ml [ Contral Sample Sample Statistics... |

Template: <G10x_<U2:_<R2s <k
File Mame: _00_15.%ls

Fluid: “wfater Select Fluid...

Clear Al

File Hame... Cancel | (]

Make Optical Model...
Making optical models is necessary to obtain the correct size distribution on your particular
sample. For more on optical models refer to APPENDIX C, Optical Models.
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File Name Generation...
The file name generation dialog is used to determine the format of new file names. Existing file
names cannot be edited using this option.

File Hame Generation

W <Fits FilelD ™ ¢St Sample D
pto IE_ characters I_

[ <08 Operatar [ <B#t> BarCode

[ <D Date [ <TH: Time

v <Rt Bun Mumber [ <U#t> Unigue Mumber

2 digits o
¥ Instrument Extenzion

Ls: |

Example: |<F3: «R2w <

<THz ar <U#> recommended

T ermplate: | ?

File namez wilbe 0 toa 0 characters long

Selecting different options from the “File Name Generation” dialog box will allow you to give your
analysis a unique identification with up to 271 characters plus an extension. The maximum number
of characters for each option is:

* <F#> File ID: 60. Will use up to the first 60 characters of the name selected under File ID in the
Enter Sample Info dialog box.

* <O#> Operator: 60. Will use up to the first 60 characters of the name selected under Operator
in the Enter Sample Info dialog box.

* <D> Date: 16. Will use date format of your computer.

* <R#>Run Number: 5. Will use the run number from the Enter Sample Info under Run Number.
(Run Number is also found under the Development Wizard dialog box when creating an SOM.)

* <S#> Sample ID: 60. Will use the selection under Sample ID in the Enter Sample Info dialog box.
* <B#> Bar Code: 60. Will use the selection under Bar Code in the Enter Sample Info dialog box.
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Preference Options

Preference files define the settings for data presentation, the appearance of the program window,
the format for reports, etc. At any time, you may change any of the settings in the dialog boxes
accessed by commands in the Preferences menu. Some of these changes will take effect
immediately, others only when a result file is re-opened. If the current preferences are saved, all the
changes made will become part of that particular preferences file and will take effect any time that
the particular preference file is loaded.

File Window Bun Security  Help

ﬁ' lﬁ: Preferences. ..

Open |Querlay] Up Load Preferences...

zet Preference Info...

Save Preferences As...

Save Preferences As Default

Size...
Cverlay Statistics. ..
Sieve...
Trend...
Intensity...

Customize Toalbar. ..

Language...
File Mame Generation...

Connections...

Printed Report

The Printed Report tab displays a dialog box that specifies the content of printed reports. This
function allows you to choose any combination of the following report elements to be included in
your printout:

* Sample Info: Comments, sample collection parameters, and other file-specific data

* Short: Sample info content provided in a shortened format

* Size Graphs: Provides a graphical display output selected from the Size Graphs option.

* Size Statistics: Selected in the Size Statistics option or by clicking the corresponding dialog box
under “Size Statistics”

* Averaged Statistics: selected statistics computed by the file averaging function Compare
¢ Statistics: comparison with a previously defined standard data file

* Overlay Statistics: selected statistics from a saved Overlay file

* Listing: data presented in a tabular format
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* Interpolation: analysis using user-selectable channel boundaries
* Size Trend Graph: trend data graphical and tabular format options
* Trend Listing: trend data in a tabular format

* Sieve: presents size data (tabular or graphical) using sieve format by mesh size or mesh number

Preferences P§|

Printed Report ] Statistics ] Averaging & Trend ] Export ] Page Setup ] Graph Options ] Forts & Caolors ] Result Options ]

[ Sample Info [

Size Size Statiztice Beport Printing Order
[ Graphs v “aolume 3

[ Statistics [ Mumber %

[ Aweraged Statistics [ Surface frea

[ Compare Statistics Sieve

[ Graphs |
[ Ligting |

[ Owerlay Statistics

[ Listing

I EE E

[ Interpolation ™ Statistics

Size Trend Intensity

[ Graph [ Graphz [ FIDS |

| Listing [ Listng | PIDS | 4
Printer 4
* ze Default Printer

" Use Specified Printer: Clear &l

_selest.. |
oK | Cancel | |

Size Graphs

This option displays the Size Graphs tab box. Your first selection determines the default format for
the graph display format. Additional selections determine the other types of graphical
presentations to be included in your report. Up to 12 distribution types may be selected in the
desired printing order. Both the x-axis and y-axis can be printed using a log or a linear scale.

3-18



LS 13 320 Software 3
Preference Options

Size Preferences

Graphs l Listing ] Interpolation ]
Graph Types [select up o 12]
Wetme Srfeme M B
4 Area X 4 Elear.-’-'-.ll
Differential: v [ [
Cumulative <2 [ [ [
Cumulative > [ [ [
Diff. + Cum. <2 [ [ [
Diff. + Cum. 2 [ [ [
laraph Printing Order ¥ Log Asis
Diiff. Yalume % -
| Beversed = Axis
[ Log Axis
[ Usze Sample 1D as Tite
Ok Cancel
Size Listings...

The Size Listing Preferences tab allows you to customize tabular data presentations by selecting
specific listing information and designating column sequence for quick output to the printer.

Make your selections by clicking the desired option boxes; click again to deselect. Up to seven
categories of information may be included in tabular data output.
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Size Preferences

Graphs Listing Interpolatiun]
Columnz [zelect up o 7]
[ Channel Nurnber Walume & %'L:g:gf MHurnber 2
[v Lower Edge Differential: [+ [ [
[ Center Curnulative < [ [ [
[ Upper Edge Curulative > [ [ I
Channel Dvitf.
Diamneter Yolurne
[Lower] 4
P
Channel Grouping
Group Size: |1 &+ List All Channels
" " From Channel
g i i
ok | Cance

Size Interpolation

The Size Interpolation option software utilizes a reduced number of user-specified size classes to
categorize sample data. Use the Interpolation dialog box to enter up to 150 interpolation points. In
the group box labeled Interpolation Type, select the distribution % type to size that you want
printed. Selecting the “Size to:” distribution type will activate the Volume%, Surface Area%, and
Number% check boxes. This section also determines whether data are displayed as a cumulative
percentage of values either above or below user-defined percentile values.
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Size Preferences

Graphs | Listing  Interpolation

Interpolation Types |nterpolation Points

[ Under <] T 10
...................... -3 25

[ Ower 3] 0

3 Add r h
_— a0

* ‘olume % to Size

(" Surface fArea % o Size

" MWumber % to Size Bange
OO |
-
" Between Cursors
" Sieto [
" From
-

Ok | Cancel

Statistics

The Statistics option is used to define the distribution and statistic type used. It is also useful in
defining which percentiles and statistics appear on the size statistics report and when selecting
Analyze > Statistics option from the individual run file menu.

See APPENDIX D, Troubleshooting for more information on the statistics used in particle
characterization.
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Preferences

Bercentiles
vE T
1 x
-
50 %
75
I

Bange
Al

(+ Bebween Cursors

[ Label Percentiles with +/-

" From Ii li

Fezultz to Print

<l

Mean

Median

Dpg)  r[0 a0
Meandedian ratio
Mode

5D

Yariance

CM.

Skewness

<l

<1 < <] < <1 < <]

Eurtoziz

.

Specific Suface Area

[ dio [ ds0 [ d30

Statiztice Type

*  Arithmetic

" Geometric

Printed Feport  Statistics | Averaging & Trend ] Export ] Page Setup ] Graph Options ] Forts & Colors ] Result Options ]

Fiezultz on Graph

v Mean [ Mode
¥ Median v S.D.
[ Dlpgl [ CMW

[v d10 [ d50
[v 430
[ Specific Suface Area

[v Show on Screen
[ Show on Printer

Location

£ Left, 1 column
" Left, 2 columns
(* Right, 1 column
" Right, 2 columns

Set Al

Clear &l

o]

Cancel
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Sieve...
The Sieve dialog offers the option of presetting the size data in a format that allows comparison of
data obtained with sieves.

Preferences  Administrator  Demo

Preferences, .,

Load Preferences. ..

Get Preference Info...

Save Preferences As. ..
Save Preferences As Defaulk

Size...
Crverlay Skatistics,

Trend. .. [ \'S

Inkensity. ..

Custamize Toalbar, ..

Language...
File Mame Generation. ..

Conneckions. ..

The sieve option allows you to show a Sieve Graph, Sieve Listing, as well as Define Mesh Sizes. The
Sieve Graph option allows you to select up to 12 different graphs by distribution type. Use this
function to define which sieve graphs are printed and their printing order. The first graph type
appearing in the “Graph Printed Order” list box defines the order of the sieve data when it is printed.

Sieve Preferences

GGraphs l Listing ] Mesh Sizes ]

Graph Types [select up o 12]

Eu:ulyme Surfau:;e Mumber ?Eleargllé
Area 2 i i

i

171711 %G

Differential:
Cumulative <
Cumulative
Dviff. + Curn, <:
Liff. + Curn, »:

[ ([
A A A

laraph Printing Order ¥ Log i Asis
Diiff. Yalume % -

| Reversed ¥ Axis
[ Log' iz
[ Use Sample 1D as Tite

QK Cancel
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“Sieve Listings” will print up to seven distribution listings including Mesh Size

Trend...

Size Trend Analysis allows you to view and print sequences or groups of analyses in a single graph.
A statistical quantity, such as the mean, can be plotted versus time of analysis, date of analysis, or

several other choices. Two options in the Preferences menu determine what information is included
in the trend reports and listings. The Graph option allows you to select the variables to be displayed
on the X and Y axes.

Trend Preferences E|

Graph | Listing | Statistics |
T Biis = Biis Cuztom Pointz
[+ " Sequence Wolume % to
~ & Date Diameter
" Dip.q " Minutes [elapzed] d |'|_ =
i i

S.0. Days [elapzed)] 4 |2_ 5
LY. " Sample D
" d10 " Corment 1 d IS— %
£ da0 ° Comment 2
" 490 " Mean Diarneter
£ dl
" d42
" d3
" Specific Surface Area
QK | Cancel

Custom Points lets you select three additional interpolation points

The Listing option allows you to select the column headings for the Trend Listing report.
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Result Options

Result Options will allow you to select the units of measure in which the data will be reported, i.e.
mm3 for volume. The Default View option under this menu lets you choose the display format that
will appear at the end of an analysis.

Preferences

Prirted Report ] Statistics | Averaging & Trend ] Export ] Page Setup ] Graph Options ] Forts & Colors  Result Options l

Humbers Time Format
: ™+ Graph fv 123456.73 f+ Local time
" Sieve " Listing " 12345678 " GMT
7 Intensity " |nterpolation = 127 456.78 " uTC
" PIDS " 12348673 O UCT
" 12348673
Liter Symbaol 123 456,78 [ ate Format
o | L, ul. ML) f* 1 Sep2009
1 i ol f] [ Mo Rounding 00909401

Specific Surface Area Lnits
& crRdml
£ medml

Size Heszultz Representation

[ 150 32761

Defaults
oK Cancel
| | |
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Averaging and Trend

Displays the Averaging and Size Trend dialog box, which may be used to select the type of measure
to use, distribution type, and trend limits type. It allows file names printed with their full path, and
an option to add data from other averaged or trend files.

Preferences F§|

Printed Report ] Statistics  Aweraging & Trend l Export ] Page Setup ] Graph Options ] Forts & Colors ] Result Options ]

Averaging Size Averaging

W Gize * Yolume %  Differeriial
[ |rtensity " Surface Area 2 £ Cumulative <
[v FIDS Intensity " Number % " Curnulative >
Intenzity Averaging Limit=

* Detector [Flux) * Mindtax

" Detectar [Flux ) ™ 15.D0.

" Detector [pd) 25D,

" Detector [m] 35D

" Background [pé) " Mone

£ Dffsets [miv] [ Set Trend Limits

[ Show Trend Lirmits

[ Print full path with file names

[ Add all rend paints fram averaged files

oK Cancel
| | |

Data Export

Choices in the Data Export dialog allow the user to specify which subsections of the runfile (e.g., the
sample info, statistics, etc.) will be exported. An extension, such as.xls, may be entered so that
another application will recognize the exported data.
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Numeric formatting options are also included in the Data Export dialog.

Preferences r5__<|

Printed Report ] Statistics ] Lveraging & Trend  Export l Page Setup ] Graph Options ] Forts & Colors ] Result Options ]

B E=port Extension: |kt
[ Statistics [

I Averaged Statishics
Murneric Format

(» 12345E.78
| Size Listing (™ 123456,75

[ Mo Rounding

[ Interpolation

Drata Format

% Comma delimited
" Tah delimited

" Blank defimited
" HTHL

=l Sl =

E wport Faolder
{« Current folder

" Cusgtom folder

Clear All
ok | Cancel | |

Page Setup
The Page Setup tab provides all the options necessary to set up how the report will be printed. By
checking the radio button for Custom Bitmap under the Logo section, you can use your

company logo on all the reports. Just input the folder name followed by the logo file name (must be
a bitmap file) in the dialog box next to the Custom Bitmap option.
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Preferences

Printed Report | Statistics ] Aweraging & Trend ] Export Page Setup | Graph Options ] Forts & Colors ] Result Options ]

™ linclude Custom Titie: |

[ Print Graphs using Screen Colors Logo

" Mone
[ Land:cape Orientation % Beckman Coulter
[ Draw Outiines " Custom Bitmap
[ Include Page Mumnber |
[w

Include Time I_

[v Include Date

targinz [inches] Graph Size

[ “Wrap Screen Listings i

Top: I—D Full Fage
[ whap Printer Listings " Half Page

Left. |0 " Third Page

: " Quarter Page

Printer Setup... Right: |0
ﬁ " Sigth Page
Brather MFC-4500 LSE Bottar: |0  Fil Page
" Cusztom l_

Defaults
ok | cancal | |
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Graph Options
Under this tab you will find all the option to set up the way graphs will be printed in a report.

Preferences

Frinted Report ] Statistice ] fveraging & Trend ] Export ] Page Setup Graph Options l Fonts & Colors ] Result Options ]

_ _ Legend: | Top Right -
{* Screen and Color Printer
" Monochrome Printer | Botate' Label Text |Size j
[ Show Grid
= Graph Shyle Limits Style
Gnd ~ ~ £ ~ £
T e e al il
— Limits T " Outline " Dutline
—— Second File £ " Step " Step
. T
ThL:TII:tSI " Curve * Curve
e rie " Dats " Dotz
———  Limitz
+ Faurth File f* Dotted Curve " Daotted Curve
— Limitz v " Outlined Curve " “ertical Line
Line Style Dt Style
| =l | = 1 1 1 I
HO R kore Colors. .
Dot Size N EN

QK | Cancel
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Fonts & Colors
This option allows you to set different font types and sizes as well as colors for headings, listings,
graphs and statistics for display and for the printed reports.

Preferences P§|

Frinted Report ] Statistics ] Lveraging & Trend ] Export ] Page Setup ] Graph Options  Fonts & Colors l Resutt Options ]

Arial, 12, Bold

Ligtings Courier New, 11, Regular

Statisics | Arial, 12, Regular

Header | Arial, 14, Regular

Window Colors
f* Graphsz
Default Colors Default Fonts

£ Graph Statistics

£ Statizticz

Text Colar...
£ Listings
) Back d Color...
£ Wwharning Test LI B

Ok Cancel

Preference Files...

Load Preferences brings up a dialog box with the names of stored preference files. Selecting one of
these files will alter the appearance and function of the software as defined by all of the choices
made in previous parts of this section. (The “default.prf” file loads automatically each time the
program is launched.)

Edit Preferences Info allows the user to change the name and associated comment of a stored
preference file.

Save Preferences writes the choices made into a file which may be associated with a particular
sample or operator.
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Saving a preference file:

1 Select Preferences > Preference Files.

2 Select Save Preference As... and enter a name for the preference file under the File Name field.

Make sure the file is saved under the correct folder. If you want this preference to be your
default preference, use the Save Preference As Default option.

Loading a saved preference file:

1 Select Preferences > Preference Files.
2 Select Load Preference.

3 Choose the preference file from the corresponding folder.
A
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Security Options

3-32

a= |5 - Reviewer Mode

File Window Bun Preferences BEEsljy@ Help

']

[

Open

Security Set-up...

A

Fants

=

Civerlay

Up

= Log In... ==
Change User Mode, .,

The Security options allow the software to be configured for 21 CFR part 11 (for the compliant
version of software only) compliance. This option also permits the operation of the software with
some degree of security to be able to keep the integrity of the data being acquired by the instrument
and stored in electronic form. This is done by selecting different levels of security, from No Security
to High Security, from the Security Set-up dialog box shown below.

Security Set-up

Select security level 0K

* N

™ Low security Cancel

" Medium security

" High security Add a Uzer.. |

" 21 CFR Part 11
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This diagram summarizes the steps when setting up a security level:

- Salect ppcurty e —————————————

= Ho meouity

£ Lo sty
" lachgs soinsly
" High secusty
C ACRPET

il
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Security Setup

The Security Set-up box is accessible when the program is first started after installation. Once a
security level is set-up it cannot be changed to a different level. Even though the level cannot be
changed, different settings are accessible through the User Privileges options which is accessible
only by the administrator. These security options can also be selected at a later time. If you want to
set up the security levels at a later time refer to Regulatory Compliance for more information.

Security Set-up

Select security level oK

Cancel

" Low security

" Medium security

" High security Add a Usger...

£ 21 CFR Part 11

Add a User Account x|

Full Marme: || 7

]
Log-in M ame: I 3
_ Cancel
ICr: I [optional]
Fazzword: IE!EK,_IBL [E to 16 Characters]
Clear All
Type: IHeviewer j —

[T Account Dizabled

Full name is invalid [too short]

[Thiz pazsword is only walid for the uzer's first log-in]

1 select alevel of security

2 Hﬁ' Add a User...

3 The Add a User Account dialog box is displayed. The Full Name, Log-in Name, and Password are
required fields. Select the Type of user.
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4 After completing the required information and selecting OK, you will be prompted to add
another user.

5 Select OK if another user is to be added. Repeat step 3. If not select Cancel.

Beckman Coulter LS I
@ Wwiould you like to add & uzer account?
] | Cancel |

A

After an account has been set up, the user will be prompted to change his/her password.

Beckman Coulter LS I

& 'ou must choose a new password,
0K, I

For any security level selected, other than No Security, an administrator is required to log in. The
administrator will set up accounts for each user who will in turn be required to sign-in by use of a
Login ID and a password.

NOTE The Log-in dialog box will automatically close after 60 seconds of inactivity.

5.5.2 Types of Users

Under the security options there are different types of users with different levels of privileges.
Depending on the user type, menu screens will change providing each user with a range of menu
options that can be used to set the operation and security of the software. The user types are:

o Administrator

* Supervisor

5.5.2.1 Administrator

The administrator has control over every aspect of the settings of the software and controls and sets
the privileges for each user. Only the administrator can set up accounts as well as user names and
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passwords. The figure below shows the menus accessible by the administrator when logged-in in
Administrator Mode.

Adrinistrator  Demo  Help
User Privileges. ..
User Mames and Passwords, ..
Audit Trail Setkings. ..
Main Wwindow Title. ..
File Change Tracking...

Add a User Account. ..

Edit a User Account. ..
Feset a User's Password, .,
View User dccount Info...
View User Account Lisk, ..

File \Warnings. ..
Data Mirraring. ..

Wiew Audit Trail,. .

View Errar Log...

Change File Attribukes, .,

Cuskamize Main Menus., ..
Cusktomize Run Menus. ..
Customize Sample Info Mames. ..
Fecent Files and Folders. .,
Configuration. .,

Change User Mode. ..

To access this screen:

1 select Security.
2 Select Enter Administrator Mode.

3 If prompted, enter your Log-in ID and Password.
A

Selecting User Privileges displays. a dialog box containing all the options needed to set up the
different privileges for each user. The options on the left hand column deal with the creation and
saving of methods (SOMs, SOPs) as well as changing and saving preferences. The right hand column
deals with file operations.

Under the User Privileges dialog box you may also select the User Settings button to access the User
Names and Passwords dialog box. The entire login process is controlled via the user names and
passwords dialog. This ensures that the system login is controlled via time dependent metrics, such
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as password expiry and dialog inactivity, and has the required password lengths. Select the options

in the dialog box and click OK.

User Privileges

Reviewer
Dperatos
Advanced Oparatos

5

1

]

Mustbog in

[ Mame it shown in logiin dislog
[+ Must enter 3 password

[+ ICan add an Electronic Signature
Can create an SOP

[+ Can changs SOM seltings

[# Can save an SOM fike

[+ Can change prefeences

[¢ Can save preferences

[¥ Can ovenwite preference fles

O i i e e

19 <7100 971 A

I St N (S I N Bt e B

Bt B iy I i R B B [y
%l

Set default user pirvileges

No secuity |

Lowsecsty | Highsecuity |

Medum secuiy | [ 21crR11 |

x|
(R |
Advanced Dperator
| ==
I [T W ¥ ¥ Canopen & file with changes allowed [rcd read-only)
I I W ¥ ¥ Canedsample nfo
T T T [ [T Canedk size results
T T T ¥ ¥ Cansave afile without read-only attibute
T T T ¥ [ Canovewnbeafie
T T T W ¥ Candelate alie
[T T T [T ¥ Canchange afis's altibutes
[T T [T ¥ ¥ Caroopen afile which has no [end] section
[T T T ¥ ¥ Canopen afile which has no File Vabdation zection
T T T W ¥ Canopenafilewhich ials Fis Valdation tesling
W I B ¥ ¥ Canestthe LS program
)V oas acourss [anabiedfotal] Administrator required

Users required

0/0 Administratos]

040 Superviseds] Add & Uger... |
0/ Advanced Operators) _

00 Operaods) _ UserSetiogs._ |
0D Reviewes(s]

Audit Tral Setlings... |

NOTE The dialog has a button marked 21 CFR 11 (for the compliant version of software only). When activated
this ensures all options are set so that the settings meet with the rules as applicable to 21 CFR part 11.
Refer to Regulatory Compliance - 21 CFR Part 11 for more information.

Uszer Hames amnd Passwords

— User names

Uzer passwords

il egpire evesy I?EE dayz [»1]

Logn name must be at least [1  characters long (1)
Eullriame ruset be at least [T characters long (1)

Mustbe at least [+ characters long [+1)

Automalicaly Log Out after Im mirutes of inactivity [>4]

Cloze Sigristure dislog after [0 zecands of inactivity (319)

LCloze Log-in dislog alter Iﬁ secands of inactivily [x15)
Close Login diskg atter [ consecutive faled Log+n attemgts (1)
Dizable sceount alte ﬁ conzeculive faled Log-n attempls [>1)
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Audit Trail Settings is also accessed from the User Privileges screen or Administrator drop down
menus. Audit trail settings allows you to select the events to monitor. These events relate to SOMs,
SOPs as well as analysis runs, electronic signatures and preference files. For more information on
audit trailing see Audit Trail.

<

K

r
) |
F
b
b
) |
|
|
b
|
) |
b

Add a User Account

This option enables the Administrator to add additional users.

1 Jﬁ' Add a User Account.

2 Follow the steps under Setting Up For Compliance.
A
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Edit a User Account

Under this option, a current user's account can be edited. Note that only the Type of user, Log-in
Name, Full Name, and ID can be edited.

s
—

View User Account Info

This option keeps track of any changes done to a user's account as well as the number of log-ins
done by the user.

For all other options under the Administrator menus, see Regulatory Compliance - 21 CFR Part 11.
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Supervisor

Supervisor  Demo Help

Cusktamize Main Menus, ..
Customize Run Menus. ..
Customize Sample Info Mames. ..
Recent Files and Folders. ..
Configuration. .

Viesw Error Log. ..

Change User Mode, ..

Supervisor is the second highest ranking user after Administrator. To access this mode you must
follow the log-in steps as long as there is an account set up for a supervisor. Both the administrator
and supervisor have access to the menu items shown in the figure above.

Customize Main Menu

Choices made in this dialog determine the menus that will NOT be available in the main window
when setting up Files, Runs, and Preferences. Clicking on any one of these options will deactivate it.
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Check urmarted ilems
~Fie —Bun — Prefaransae ———————
™ Hew I Aun Cycle Dpfians | T Entire Meny
[ Open ™ Repest | T Dislire Mech Sizes
I Oweray ™ Erker Sample info ™ Asvraging and Trend
[~ Open Oweray I Load S0M : [~ Data Expont
™ Average T SaveSOM I Dale & Numier Formats |

[ Create Siza Trend

I Make Oplical Madel |

|-I™ Recem Fies & Dirz.

[ Impcet Sze Dot ™ Shut Down ™ Load Prefersnces

[T Change Ditscteny [~ Edit Preferances

[T Create Drectony [ Control Meru I Save Prelesences
[ Prird Reports M Tooba [T° Language

™ Prnt Window I Stanus Bar | T~ Connectiors

[ Prnt Sereen ™ File Name Gensialion
[ Prntes Setup :

F* Bhowiwindows on Submenyf  Cencel i
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Customize Run Menus

Choices made in this dialog determine the menus that will NOT be available when setting up
RunFile, Edit, and View, and Analyze. Clicking on any one of these options will deactivate it.

RunMenus X

Check unvwanted hems:

RunFile Edit ; Analyze

[~ Dpen for Dveray [~ Copy Window I~ Statistics

[~ Addto Average [~ Edit Sample Info [~ Dveday Statistics

[T Save [T Edit Size Results [ Compare tao Sample Stats.

[T Saveds [ Edit Sample Stalistics [T Compars to Standsid

[ Average &l [ Edhit Trend Limits [~ Averaged Statistics

[~ Saveal [~ Trend Poinit Info [ Compute Sizes

:: :::Hepnrt ;HTFM _ | [ Graphd/Lisgting/rterp. Menu

rpolaticn [~ Display Menu

[ Size Trend

[ Print Window [ Sieva

[ Expot i I Show Close on Submenu
[ PIDS Intensity Cancel oK

Customize Sample Info Names

These options will change the default field name in the Sample Info dialog box. For example: File ID
is the default name for this particular field. Using Sample-1 (see figure below) will change “File ID”
to “Sample-1".

Customize Sample Info Names

¥ Change "File ID" to ISan‘q:lIE-1 1]8

¥ Change "Sample ID"t0  |Test S

[ Change "Dperator’' to |

Clear All
™ Change "BarCode”to | S —

¥ Change "Comment 1"ta  [New Lof

[~ Change "Comment 2'to |

[T Change "Run Mumber'' to |

3-41



LS 13 320 Software
No Security

Recent Files and Directories

This dialog box controls the number of files and folders shown in the main File menu. It is accessed
by the Administrator from the Administrator menu.

Recent Files and Folders ﬁl Fil= ‘Window Run Control Preferences  Adr

~ Folder Lﬂ\i — Update Lists When: m
E e e Open  Owveray Save Creerlay. ..
S~ Eolders: v Ird r Bverage. ..,
[10° on submer e 5 - - Create Size Trend...
TR I Ipoet Size Daka, .,
Open Overlay List...
fyverage from a List...

~ File Lim?.|I —RunLlist——————
T Change Folder...

IE‘-_ OFY [TV s W
Drefauls CHiL51 33200 samplestsiica
Iﬁ or 2ub- e 20 an sub-enu

i C:|L5133201samplestsiicalPtil020w. $01

Clear List I Clear List | 0K 2 CH\L5133200 samplestlatex010430,403

3 C:\LS13320 samplesistex|010620, 402

b aximurn name size IEI] characters Cancel I Create Folder...

Prink Reparts. ..
Prinik \Wirdow
Print Screen
Printer Setup. ..

it

No Security

By selecting No Security, there is no need for log-in ID's or passwords. Any user can make changes
to data files without the need for signatures. The operator may also create Standard Operating
Methods (SOMs) and Standard Operating Procedures (SOPs).

Access to all the administrator options are also available where changes can be made to any of the
options provided, i.e., Audit Trail Settings. The editing of files will still be tracked with the Audit Trail
and reported in the File History.
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Figure 3.2 User Privileges Dialog: No Security

x

(o T e o |
Acbvsnead Oparsiat idvancad Opsrsin
Rig~. | T G|

[ T T T I Mustlgin ¥ ¥ ¥ & Canopenafie wih changss slowed [nat rmad-only]

[ T T T T Hame is shown in bgin diakog F ¥ ¥ F [ Canedisamgle info

T T T T T Hustenler a passeod W ¥ ¥ W & Canedtsiecests

[T T T [T [T Cenadd an Elechome Sionature W ¥ [ F ¥ Cansave afike without read-only altibube

¥ F W W Canciests anSOP W ¥ ¥ W Canoversite s bls

T F F F [ Conchonge SOM setfings W F [ F F Candekteafle

¥ F W W Censave anSOM lie [T T [T [ Cenchange able's allnbutes

W I F W ¥ Canchange peferances ¥ ¥ [ F = Canopenafie which has no [end] section

W W W W ¥ Consavepraferences: W ¥ [ W W Canopena e which has oo File Valdation ssction

F| F F F| F Coneidtsls g F| F F F F Canopenafle which lals File Valdstior esing

W I F F [ Canalow wirdows bo shul dosn

~Seldelaull userpiraleges ~ Uhser scoourts [snsbledfotal] ——

o
141 Supaivisods) Ak & s, |

Lo | High secu | 0/ Advanced Operstorls) :
mouy B _ Vamrsetings. |
Medku secuil | nemtt | 0/ Reviewsi(s) fusdt Tra Seltings: . |

Low Security

Low security requires an administrator to set up accounts for other users. A full name, log-in name
and password are required as well as the type of user.

1 Sselect Security.

2 Fromthe Security Set Up screen select Low Security.
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3 The Add a User Account dialog box is displayed.

Add a Uzer Account |
Eull M ame; I or
Log-in Mame: I
: Cancel
10 I [optional]
Pazzword: I [4 to 16 Characters]
Clear All
Tupe: |Administratar j e
Reviewer
Operator
Advanced Operataor
| S Uperyisa

4 Fill in the dialog boxes with the proper information and choose the type of user from the drop
down list box.

After filling in the dialog boxes with the proper information and selecting OK, you will be
prompted to add a user account. If OK is selected, the Add a User Account screen is displayed
again.

Beckman Coulter L5 I

@ Wwhould pou like to add a user account?

] | Cancel |

A

Entering Administrator Mode and selecting User Privileges will show the default options for this level
of security.

Refer to Regulatory Compliance for more information on High Security level and 21 CFR Part 11.
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Figure 3.3 User Privileges Dialog: Low Security

UserPrivileges x|
(e 1 Doml ok |
Advanced Operator Advanced Operator
S“,}"&Tmm T'“'%Tmm e |
- DR Histiegin | | ¥ I¥| |¥ Canopenafiswih changes slowed (nol leadcri)
F F F | | Nameis showninlogin dislog F F F F ¥ Canedtsanpleinfo
I T T T W Mustenter s paczsword [T T W v ¥ Canedisze et
I I ¥ [ ¥ Cansave afie wihout read-onk attibute
I T W W ¥ Canceatean S0P I T ¥ ¥ Canovenwite afle
T # F W [ CanchangsSOM settings [T T ¥ ¥ ¥ Candelele alie
r W W ¥ CansaveanSOMiile IC T T [T ¥ Canchange afils's sttibutes
# [ K ¥ Canchangs pefeiences W K I ¥ ¥ Canopen alile which has no [end] section
[ ¥ [ | ¥ Canszave preferences W & I [¥ |¥ Canopen afile which has no File Validation section
¥ | F| | 7|Canovenis pisferance fiss N | ¥ F ¥ Canopena e which fals Fils Vaidation lesting
W & I ¥ ¥ Can etthe LS pogram
Set defaudt user privieges r~ Uzer sccounts [enabledAotal]
Nosecuy_| 111 Aoy
00 Supervisars) Add aUlser.. I
Lo secuily High secusily 0/0 Adhvanced Operabodz]
040 Operstorls] UmSﬂlngs
Medum seculy 0/0 Reviewers) Al Trad Settings.. |

NOTE Under this security level only the Administrator is required to log in.

Medium Security

As with low security, Medium Security requires the Administrator to set up accounts for other users.

The User Privileges dialog screen default in the medium security setting is set so that all users are
required to log in, but only the administrator and supervisor need a password.

These options can be changed by selecting the option boxes for each user under the User Privileges
dialog screen shown below.
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Figure 3.4 User Privileges Dialog: Medium Security

User Privileges

Reviever
Operatos
HAdvanced Operaiod
Supervizor
| s
M Must kg in

¥ Mame iz shown inlagiin dislog
[ Must entes & password

i
19
1 a—
RUREU Y

[¥ Can create an SOP

¥ Canchange SOM settings
[¥ Cansave an SOM fie

[« Can change peeferences

[# Can save preferences

[+ Can ovenwite prefesence fles

L i T I |
I B By I e |

<

Sl N S N Sl
i it e i N i |

Sel dafault uzar piivileges -

|

§
:

| it Alw
I~ T ¥ W [ Canopen a file with changes sllowed [nol read-cnly)
' T ¥ W ¥ Canedt zamphs info
F T ¥ Canedit size resulls
T T ¥ ¥ [v Canzave afis without read-only attibute
T ¥ W ¥ Canovensile afie
T T ¥ ¥ [+ Candelete afie
[T [T [T [T ¥ Canchangs alile's alhitutes
T ¥ ¥ ¥ [# Canopen afle which has no [end) section
T ¥ ¥ [ [¥ Canopen afile which hat no File Validation zection
I T ¥ W ¥ Canopen a file which [sl: File Validation lesting
W ¥ ¥ [ [¥ Caneutthe LS progam
Lzer acoounts [snabled/iotal)
- Users required

141 Aministratons)

040 Supenvisoils] Add a User,.,

0D Advanced Dperators)

00 Operatos(s] User Seflings...

00 Reviewsi(s] Audt Tral Settings...

Under this security level all users need to log-in, but only the administrator and supervisor are
required to provide a password. The option to add an electronic signature is left open only for the

Administrator and Supervisor.

High Security

High Security requires the Administrator to set up accounts for other users. The User Privileges
dialog screen default in the high security setting is set so that all users are required to log in and to
provide a password. These options can be changed by selecting the option boxes for each user under
the User Privileges dialog screen shown below.
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Figure 3.5 User Privileges Dialog: High Security
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Logging Out

As shown under Administrator and User Names and Passwords, a user is logged out after a certain
period of time set by the Administrator. The user can also log out by selecting Log-Out from user
dialog box. When a user logs out the software will go into a stand-by mode showing the log-in dialog
box as shown in the next figure.

Log In X

Log-in Mame: | j OFK.
Cancel
Log-in Mode
" Administratar Exit
" Supervizor

" Advanced Operator
" Dperator

* Reviewer

Selecting Exit from this dialog box will exit the program.
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CHAPTER 4

Regulatory Compliance - 21 CFR Part 11

—

(This chapter applies to the compliant version of the LS 13 320 software only.)

The Electronic Records and Electronic Signatures Rule (21 CFR Part 11) was established by the FDA
to define the requirements for submitting documentation in electronic form and the criteria for
approved electronic signatures. This rule, which has been in effect since August 20, 1997, does not
stand in isolation; it defines the standards by which an organization can use electronic records to
meet its record-keeping requirements. Organizations that choose to use electronic records must
comply with 21 CFR Part 11. It is intended to improve an organization's quality control while
preserving the FDA's charter to protect the public. Since analytical instrument systems such as the
LS 13 320 generate electronic records, these systems must comply with the Electronic Records and
Electronic Signatures Rule.

Electronic Record Control - 21 CFR Part 11

The LS 13 320 software employs a system of user names and passwords, consistent with the
specifications of Subpart C, Section 11.300. This allows for authorized individuals to use the system,
electronically sign a record, access the operation or computer system input or output devices, and
perform the operation at hand.

Setting Up For Compliance

If you selected the security option as described in Security Options, a dialog box appears requiring
you to enter a user name and password. If the security option was not selected it can be selected at
this time. The following procedure must be followed when setting up security the first time the
software is installed. The administrator must complete the high security set up.
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1 From the Main Menus select Security.

a= [ S - Reviewer Mode
File Window

& | B | D

Open | Cverlay Up

Fun Preferences

A

Fonts

Security Set-up...

iy

Log In...
Change User Mode. ..

The security level option dialog box is displayed.

2 il 21 CFR Part 11 to display the following screen.

Security Set-up El

— Select secunity level————— oK

i~ Mo zecurity
Cancel

™ Low security

" Medium security

" High zecurity Add & Uszer... |

&+ 21 CFR Part 11

Administrator required Users required

3 Click on the Add a User... to display the Add a User Account dialog box. The Full Name, Login
Name, and Password are required fields. Select the Administrator as the user.
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4 After completing the required information and selecting OK, another user may be added at this

point. After all users have been added, select Cancel and the following dialog screen will be
displayed.

Log In b_<|

Log-in Marme: | j Ok

Cancel

Log-in Mode
O Adrminitrator E it

" Supervizor
" Advanced Operator
" Dperator

* Reviewer

5  You will be prompted to choose a new password.

Beckman Coulter LS I

& Y'ou must chooze a new password,
0K, I

x|
Log-in Mame: admin oK

0ld Pagsward: Im—

Mew Password: IT

Canfirn Mew Passwaord: IF

[6 to 16 Characters]

Cancel
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6 select User Privileges. If using the compliant version of the LS 13 320 software (Version 5.03),

the User Privileges dialog box is already configured for 21 CFR Part 11 compliance. This dialog
box is covered in more detail in Security Options.

User Privileges Dialog: 21 CFR Part 11 Security

UserPrivileges x|
- 1 o
Advanced IJl_mull;\r Advarced Dpesho
™ i | 1™ s Ceet |
M F ¥ [ ¥ Mutbgn I I W ¥ [ Canopen afil= valh changes sllowed [not read-anly]
M T T T Hameis shown in login dalog ' I # ¥ ¥ Canadizamglsinio
W F ¥ [ I HMustenterapaseod I T I T [ Canedtsia ez
[ F ¥ W W Cansdd anEleclionic Signahue T T T ¥ ¥ Cansaee abls wihout iesd-only slinbute
T I T ¥ W CaceateanSOF I I I W ¥ Canovensite a fie
M I ¥ [ ¥ Canchangs S0M sethrgs I I I ¥ [ Candelsiealie
' T T F F Coneavean 50M lie T T T [T | Canchange s lie's silibubss
[ B ¥ [ ¥ Cachange prefesnce: I T I ¥ Canopen afike which has oo [end] section
W F ¥ Fl:m:-uutpmfﬁn'u::s rrr ¥ Ffﬂﬁmnl‘hv&tﬁhﬁsmﬂevaﬂdm:m
W F ¥ F ¥ Can et the LS program T T T ¥ ¥ Canopen a fils which falks Fils Yalidation besfing
W F ¥ [ ¥ CanaliowWindoss bo shut dovn
Set defauk user prvileges User scoourts [=nabledtolsl)
Mo sacusily 14 Adminiztratoz)
00 Supervizarls) Aicic] & Lz,
Lows secuity | High sscurily | 040 Advanced Opsiatoiz]
1/1 Dpesaters) m
Modhmsocutty | - 21CFRAM| 0] Reviewerfs] At Trai Setlings..
File History
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The LS 13 320 software also performs data input and “operational checks”, to ensure that, valid data
is entered into the system, and all required steps have been completed to perform the task at hand.
The purpose of all such data checking and validation allows for strict procedural enforcement
within the LS 13 320 software system, recording all changes that are made to data generated from
within LS 13 320 software.

Any file created by the LS 13 320 software can have a 'File history' or auditing enabled. Once
auditing has been enabled for a file, it cannot be disabled, nor can it be bypassed. Under these
conditions, all changes made to a file are automatically recorded. These changes consist of
“computer-generated, time-stamped audit trails to independently record the date and time of
operator entries and actions that create, modify, or delete electronic records”. When a change to a
file is detected, the LS 13 320 software automatically records the identity of the user making the
change, the date and timestamp of the change, the parameter that has been changed, the old value,
and the new value. The user is also required to 're-sign' the record electronically and enter a reason
for the change, from a pre-defined list or as free text.
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This audit trail is then stored as a File History within the file itself, such that "““record changes shall
not obscure previously recorded information”, and in a “form suitable for inspection, review, and
copying by the agency”. This ensures that a complete and continuous record of all changes to the
file is maintained. Through the file protection and archiving capabilities of the LS 13 320 software,
it can be ensured that, audit trail documentation is retained for a period at least as long as that
required to maintain records.

To access the File History information:

1 Jm Run File and select Get File History.
A

= W589600A.501

=05 = Edit Wiew Graph Analyze Display

Open for Cverlay...
Save

Save As...

Delete, ..

Print...
Print Repaort...
Print Window

Export...

Get Info...
Get File Histary...
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x]

File History

File name: WRBIEO0A. 301
Full file narnne: DenLS_DratahDoatah St en 3960004 SEIE004 01
Current time; 1516 1 5Sep 2009 Eastern Daylight Time
Changes: MHane
File zecurity: [end]. [eof]. File Walidation succeszzful
Computer uzer's name: PATCHLEY
Computer's name: LKFF352
Windows version: a1
File revision 1: WHBIE0 A, $01
Full file: nanne: C:ALST 332008 M 38960N AN ERIE00 A, $01
File zaved: 10:26 19 Jun 2009 E astern Standard Time
Changes: Drata Acquired, Compute Sizes
Computer uzer's name: Administrator
Computer's name: WIOBT20
Wiindows wersion; A1

Frint.... |

Audit Trail

In addition to the auditing associated with the electronic file itself the LS 13 320 software offers two
additional levels of auditing. First, a general system trails all records and stores information at a
system level, for example who logged in when, when users were added to the system, etc.

Second, the LS 13 320 software generates an error log that stores and records errors associated with

the system e.g., missing files, communication errors, etc.

4-6
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From the Administrator menu drop down menu, select Audit Trail Settings.

Audit Trail Settings |

[+ Enable audit trail ]

ad

~ Select events bo mortod

¥ Log-in, security changes

v Open a n file Defaulls
v badify 2 wun fle
[+ Add an elechionic signabure 21
¥ Save a run file

Clear Al
[+ Delete a nn file

LBl

[+ Skait 2 mn

[¥ Load anSOM

v Modify an SOM
[¥ Sawe an SO

<

[¥ Load preferences
[v Modify preferences

¥ Save pieferences

Select the options in the dialog box and press OK.

NOTE The dialog has a button marked 21 CFR 11. When activated this ensures that options are set to
facilitate compliance with the regulations set forth in part 11 of the CFR volume 21.

Electronic Signatures

An electronic signature can be defined as “A computer data compilation of any symbol or series of
symbols executed, adopted, or authorized by an individual to be the legally binding equivalent of
the individual's handwritten signature”. This means that an electronic signature is some computer
representation of a user's identity, developed to insure the distinct and unique identity of that user.
The use of electronic signatures as the “legally binding equivalent of traditional handwritten
signatures” then must be “certified” to the agency in writing.

Biometric and non-biometric forms of electronic signature are methods of verifying an individual's
identity based on an individual's physical feature(s) or repeatable action(s). Biometrics are
generally regarded as techniques such as fingerprints or retinal scans, which are considered to be
totally unique to each individual and require specific forms of scanning devices to read and
interpret. Non-biometric signatures are those that are computer generated and employ at least two
distinct identification components such as an identification code and password. It is this form of
electronic signature that is supported by the LS 13 320 software.

4-7
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Generating Electronic Signatures

The LS 13 320 software employs User ID's and passwords to verify the identification of each user
logging into the system. When using this technique, requires maintaining the uniqueness of each
combined identification code and password, ensuring that no two individuals have the same
combination of identification code and password. This section also requires that identification code
and password issuance are periodically checked, recalled, or revised. The LS 13 320 software
satisfies both of these requirements.

The administration of the system requires that individuals are added to the list of valid LS 13 320
users via the Add a User Account dialog screen. The identification code or user name of each

LS 13 320 user must be unique. No two users on the same LS 13 320 system can have the same user
name. It is also required that users, supply a password to access the LS 13 320 software, thus
satisfying the requirement of employing at least two distinct identification components,
identification code and password. Passwords can be controlled to prohibit the use of duplicates and
to force the selection of new passwords after a prescribed period of time.

By the implementation of these features, the LS 13 320 software can satisfy the requirement that,
identification code and password issuance are periodically checked, recalled, or revised.

Users may be authorized to generate electronic signatures by the administrator. This authorization
is granted in the User Privileges dialog box. When a user has been authorized, he/she can
electronically sign a file.

To generate the electronic signature:

1 openafile.

2 JE]' Edit.

3 Select Add Electronic Signature.
A
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Farfle | [k Yo Groch doskers [iplar
oo Difterential Yalume

::.:::-_Jr-- o — Tesl Sample.$31
it [ mcrworar Thgrari [

Walurme (%)

[ eSS T T == — T T —
0.4 1 2 4 & 10 0 40 100 200 400 1000
Particle Diamatar (ym)

The following screen is displayed. Provide your password and select a meaning for the electronic
signature from the pull down options or type a new meaning.

Add Electronic Signature |

Laog-in Mame: administrator 5 ave File

Full Mame: G Smart

Pazzword: I Cancel
Meaning: I j

Dialog will cloze in 44 zeconds

The Electronic Signature Meanings can be created from the User Privileges dialog box.

1 From the dialog User Privileges box select Edit Electronic Signature Meanings.

2 Type the meaning in the space provided.

3 ”/E” Add.

4 selecting Remove will remove any meaning you highlight.

49
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5 Hﬁ | OK when done.
A

Edit Electronic Signature Meanings

(it
Change uzer
Mew file name Eemote
Mew operator ——
Mew zample prep procedure
Cancel
Ok

Applying Electronic Signatures

Through the application of LS 13 320 user and password configuration procedures, the system can
be configured to ensure that inappropriate use of these identifiers can be performed only by the
intentional divulgence of security information.

The LS 13 320 software uses the application of the user name and password to authenticate the user
making and saving the changes, in conjunction with file history and audit trailing, to independently
record the date and time of operator entries and actions that create, modify, or delete electronic
records.
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Additional Security Features

The LS 13 320 software offers two important additional levels of security, that while not specifically
called for by the regulations, make defining and implementing system policies easier.

Data Mirroring

The administrator has the option to securely store files in a separate location and in addition to that
specified by a user. This is done by enabling the data mirroring option, which can only be accessed
under administrator mode.

1 From the Administrator mode, select User Privileges.

N

Select Data Mirroring.

3 Check Enable Data Mirroring.

4 select the drives in which you wish the data to be saved.

IMPORTANT It is important that drives you are mirroring to are part of your network. The computer must be

mapped to the network being used. Contact your network server administrator for help on how to map
your computer to the network.

File Attributes

Files can be protected to varying degrees using the File Attributes options.

Change File Attributes

CALS 13 3200 Cabiles

File Name: |* [anis 89 =]

Directories: Files ~Change Fiesto Show
| |

'_;.h : | ¥ Resdonly g |

) | T Hidden © Orly Besdonly |

I:rl-l : 7 Archive ¢ Drly Hidden :

"II'I] _: " System Al i

.2'] : ¥ . Eﬂih‘ |

Update i Giet [rfo.. [ Claze
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The File Attributes allow you to select a specific file and make it a read-only file, hide it, etc. You can
also choose to mark it as a normal file or as only a hidden file.

Starting Security-Enabled Software

After all settings for 21 CFR Part 11 security have been configured, every time the LS 13 320 software
is started, the user is prompted to enter a user name and password. The software will automatically
configure according to the privileges granted to the user by the administrator.

4-12



CHAPTER 5

Data File Menus

g—

This section will guide you through the menus that deal with acquired data.

am 20_Minutes.$01

FurFile Edit %iew Graph Analyze Display

RunFile Menu

= WH89600A.501

=5 -0 Edit View Graph Analyze Display

Open for Qverlay...
Save

Save As...
Delete...

Print...

Print Report...
Print Window
Export...

Get Info...
Get File Histary. ..

The RunfFile menu is used to handle data saving and printing as well as to obtain information about
the file and the history of changes made to the file.

Open for Overlay
The LS 13 320 software allows you to view more than one data file on the same graph.

This is useful when you want to compare data from different files.
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To open new data files for overlay.

1 ”ﬁ| RunFile.
2 ”ﬁ | Open for Overlay.

3 ”ﬁ | Select the file you wish to overlay with the current opened file.

4 ”ﬁ| Open.

Open for Overlay
Look in: |@QF- ﬂ =5 Ef-

[=|ESTIEETEE =) po108350QA. 801 | =] %3008960QA. €01
A1008960QA.502 [B]PO108950QA.502  [E] X30089560QA. 02
A1008960GA. $03 PO108960QA. 803 || 300896004, 503
|=] ADS558950QA. 501 |=] W58960QA.501  |=]%4908950QA. 201
ADS558960QA.502 | w53950QA. 502 ¥4908960QA. 502
AD553950QA.503 | W5395004A. 503 ¥4908960QA. $03

Flename:  |[A1008360QA.S01 Open

Files of type: | AI LS (.27 | Cancel
El

[ Cpen as read-only

Recent

Folders: | CenLS_DatahD atahSesaten S360N04

Get Info... | Add tnﬂinduw|

v Quick Yiew |Size -

1 1

0.375 pm tode: 334 pm 2000 pr
File narne: A100396004, $01 ”
File 10 A1003960014, =3
Sample 1D: A100 GLASS BEADS
Operator: R —
Run number: 1
Comment 1: LOT # 160 Added 7.97 ar
Comment 2; AR 38960 b
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Unlike the Overlay command, the Open for Overlay command will allow you to open one file at a
time, but you can still overlay up to 30 files.

e DT AL I $ie. A1 A0 02 $ie. dgd5 00 %ie, gaimed 15 bot 200007 $ls, gasnet | ot 1030 07§

F-Lth- Edt ‘s Gioch Snshier Diplae Do

Differentlal Volume

14 157114r_01.8is —
157 11Ar_02.3s

12-| dg35_02.5Is — a
garnel15_lot 2040_01.5s A
garnel |_lot 1030_01.3ls I

Wolume (%)

0— T i =T T ‘"'l T T
04 1 2 4 6 10 20 40 100 400 1000
Particle Diameter (um)

If a file has been modified (edited) it has to be saved in order for the changes to take effect. These
changes will be recorded in the File History. When working under a high security level, a reason for
any change must be provided. After selecting Save, the following dialog box is displayed:

Make an entry in the Reason dialog field and click OK.
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RunFile Menu

Export

5-4

The Export option allows you to send selected information about a file to, for example, a
spreadsheet, using the file name with a .csv (comma separated value) or other extension.

Export Data rg|
v Samplelnfo [ Short Eopl]
[ Al
Cancel
[ Aweraged Statistics
| Interpaolation
Settings...
[ Size Listing d
Ewxpart Ta

" Clipboard Folder...

¢ CALSSCAScreenzhots
~

Ezport as: [W559G004, $07 1t

1 ”ﬁ| RunFile.

2 ”ﬁ | Export.

3 select the options you want to export.

4 select an option from the Export to dialog. By default files are exported to a Microsoft” Excel
spreadsheet file.

5 ”ﬁ | Export.

6 Select Settings for additional options as shown in the figure below.
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5

After selecting Settings the following dialog box is displayed.

Preferences . E |

Printed Report ] Statistics ] Lveraging & Trend  Export l Page Setup ] Graph Options ] Forts & Colors ] Result Options ]

B E=port Extension: |kt

[ Statistics [

I Averaged Statishics

Murneric Format

+ 12345673

| Size Listing (™ 123456,75
[ Mo Rounding

[ Interpolation

Drata Format

% Comma delimited
" Tah delimited

" Blank defimited
" HTHL

=l Sl =

E wport Faolder
{« Current folder

" Cusgtom folder

Clear All
ok | Cancel | |
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Get Info

Information about the run parameters and sample info are contained in this dialog.

Tezt Sample $01 x|
Fie name CALS 13 3200 DatahT est Sample. 501 -
Fiun modified: 10008 20 Awg 2000
Charges: Sample Info
Run modiied: 3571 20 Aug 2007
Changes: Sample Info
File Mame: Sample 1
Dperator: 0%

Fiun number; 1
Commernt 1: Senication dunng mn ard laading
Comment 2 Thiz iz 3 et
Statistics: 0.375 pm o 948 pm Mearc 14.08 pm _J
-
Prnt.. | Llose l

Get File History
The file history is linked to the Audit Trail. This screen records any changes that have been made to
afile.
File History X
File narne: WHBIE0 A, $01
Full file narne: CeALS_DatahDatahSHamethen 8960404585004, $01
Current tirme: 1516 1 5ep 2009 Eastern Davhight Time
Changesz: Mone
File securiby: [end], [eof], Filz W alidation succeszsful
Computer uzer's hame: PATCHLEY
Computer's name; LKFF352
Windows wersion: 5.1
File revision 1: WHEIE0HA, $0
Full file nanne: C:ALS133200AN 3896 0N AW BEIE00A $01
File saved: 10:26 19 Jun 2009 Eaztern Standard Time
Changes: [rata dcquired, Compute Sizes
Computer uzer's hame: Adrninistrator
Computer's name; WIOBT20
Windows wersion: 5.1
Frint... |
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Edit Menu

Figure 5.1 No Security

= W589600A.501
RunFile B=s{W View Graph Analyze Display

Copy Window
Save Window as a Bitmap... —

Edit Sample Info...

Load Sample Info...
Save Sample Info...

Edit Size Results. ..
Enter Sample Statistics. ..

Set Up With Security
A setup with security selection for the Edit menu would have “Add Electronic Signature” displayed.

Copy Window
This command will place the information displayed in the LS 13 320 window onto the clipboard.

Edit Sample Info
Information about the sample can be edited through this option. Under all levels of security, except
No Security, any changes made during the editing process will be recorded in the File History.

Enter Sample Info [5__<|
Eile 1D | Operator; |
Sample [D: | Bar Code: |
Comment 1: || Bun Number: I'IE—
Comment 2; |
Sample Dersity: ID— a/ml [ Contral Sample Sample Statistics... |

Template: <G10x_<U2:_<R2s <k

Clear &l
File Name: _00_15 $is =are

Fluid: “wfater Select Fluid...

File Hame... Cancel | (]

NOTE Expect that all edit options change depending on the level of security.

Under No Security any user can edit the data file. For Low Security the operator and reviewer may
edit data only if the administrator selects the options under the user privileges dialog. Medium
Security does not allow either the operator or reviewer to edit data. For High Security see Security
Options.
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Edit Size Results

Edit size results allows you to actually add and/or delete data values from your size distribution.
Under No Security any user has access to this option. For Low and Medium Security the operator
and reviewer are not allowed to edit the size data. High Security does not allow any user to access
the size data.

Selecting Edit Size Results will lead to the following dialog screen:

Edit Size Results As...

Meazure Distribution

* Yalume % fs Differential

" Surface Area ¥ " Cumulative < Cancel
" Mumber % £ Cumulative »

Select the options you wish to use during the editing and click OK. The following screen is displayed:

Edit Size Results [g|
Channel  Size “olume (%] Lower Limit Upper Lirnit
Save
1 3752 |0.0524144
":I | | | Beplace Cancel
7 1.0524144
04119 0.0931104 33 Channel edges
04521 0.133053

04363 0193495 Delete
05443 0254241 ——
05331 030513

06566  0.353757 Create
07208 0402514 —
07913 0.447009 futo Step

08686  0.484E01

09535  (0.513687 v Off

1.047 053264 ol

1143 0541341

1261 0536611 v { '«

The Edit Size Results option allows you to add or delete data points from the distribution. The Auto
Step option allows you to create size classes by either adding or multiplying a value entered in the
Auto Step dialog field.

Add an Electronic Signature
(For compliant version of software only)

The addition of an electronic signature is controlled by the security level being used. Under No
Security electronic signatures are not required. Low Security allows the administrator to add an
electronic signature. Medium Security permits the administrator and supervisor to enter an
electronic signature. Under High Security every user, except for the reviewer, is expected to add an
electronic signature whenever a file is edited. See Electronic Signatures for more information.



Data File Menus
View Menu

View Menu

Graphs

W589600A.501

RunFile  Edit Graph Analyze Display
v Graph
Listing
9- .
Interpolation
W Size
8- Sieve
Intensity
7 - Zoom In
Zoom Qut
6 -

The View menu allows you to choose the way the data is presented on your computer screen. This
format can be printed as it appears on the screen using the RunFile, Print command. The data can
be displayed in graphical form, by listings, or by showing a set of interpolation points.

Graphs of data can be displayed in different formats. The figures below are examples of one type of
graph format, a listing, and an interpolation.

‘Rurfle. Edt Yew Grph fnskes Dty Rurde Edé View [repolstion dnalere
Cumulative = Yolume Channe=1 piff. o Wo Lures Partigle =
100 Dismeter W Lumes Vo L1 Dismeter
st SETpla.sm P . -
pm 10 28.20
30
I 0.412 0. 14 5 15,80
I 0,453 0.24 50 7.137
B0 | 0.497 0.34 75 3.532
I 0.548 .46 90 1.847
0,599 0,54
70 | D.658 0.58
. 61
| 0.7 0.6
&0 0,793 0. 62
I oO.870 0.63
| 0,955 0. 64
50 I 1,049 0.65
1.151 0,68
| 1.264 0.95
40 I 1.387 0,86
| 1.523 1,00
1.672 1.18
20 | 1,835 1.39
2.015 1.63
20 I 2.212 1.849
| 2.418 Z.16
2,665 2.42
10 I 2.926 2,66
| 3.212 z.88
o 3.516 .07
3.871 .22
1 10 100 1000 4,749 1.1
Paricle Diameter {um) 4,664 3,40
2:321 3.43 - -
0% > 52.63 pm o - .- o
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The graph options are selected from the Graph menu as shown in the next figure.

= W589600A.501

RunFile Edit View ReEW Analyze Display

v Volume 3%
gt Relative Volume
Surface Area %

Mumber 3%

v Differential
Cumulative =
7 Cumulative <
Diff. + Cum. =
Diff. + Cum. <

Volume per decade

Once a graph is displayed there are several operations that can be executed. These are covered in
the next sections.

Display Values on One Channel

Point the arrow to a channel and press the left button of the mouse to display a cursor and the
channel's value.

Display Multiple Channel Values

Left click on one channel and drag to a second channel to display the cumulative values for the area
they delimit. The channel values for the lower cursor (LC) and upper cursor (UC) also appear.

Expand Part of a Graph

1 Add two cursors to the graph.
2 Point the arrow between two cursors and press the right mouse button.

3 Press the right button again to restore the graph.
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Listing

The listing options are shown in the following figure.

1.520 0.083 1.36 ‘

The options selected will be displayed in tabular form with the first column being the first option
selected.
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Analyze Menu

= W589600A.501

RunFile Edit Wiew Graph BEGER=N Display
Statistics...
9 N Compare to Sample Statistics. .. —

Compare to Standard. ..

Show Statistics on Graph
8- v Hide Statistics on Graph

Compute Sizes...

Statistics

See APPENDIX C, Optical Models Statistics, for definitions of statistics used in the LS 13 320 program.

To view the statistics for the active run file:

1 select Analyze, Statistics.
2 The Statistics page is displayed.

3 1f working in No Security or Low Security modes, select Save or Close. Medium and High

Security modes will not allow you to save the Statistics, because these are displayed as read-
only.
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Analyze Menu

4 1o view the statistics for only part of the size distribution, add cursors around the desired
yp
portion of the distribution and repeat steps 1 to 3.

A

VYolume Statistics [Geometnc] Test Sample. 301

Calculations from 0.375 pm to 8948.2 ym

YWolume: 100%
Mean: 1281 uym
Median: 13.79 um
hean/Median ratio; 0.929
Made: 1494 um
0 = 10 25
M 2115 17.64

S0
YWarance:

Skewness:

Kurtosis:

50
13.74

Headonly | Clase |

1.670

2.790
-2 687 Left skewwed
12.53 Leptokurtic

75 80
10,38 7.812

Compare to Standard

Files can be compared to other files chosen to be standards. These standard files can be an actual
instrument control sample or a sample that is used as a standard control for other similar samples.

Compute Sizes

Use this function to analyze raw data with an optical model or to reanalyze size data with a different
optical model than the one used when the sample was run. See also heading 14.4, Make an Optical

Model.

To select an optical model:

1 Sselect Analyze, Compute Sizes.

2 Select the optical model needed. If the optical model is not shown in the list, select New Model.
For more on optical models see APPENDIX C, Optical Models.

3 select oK.

4 Wait while the optical model is loaded and the sizes are computed.
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5 Repeat steps 1 to 4 to view results using another optical model or to change back to results from

the original one. Only results from the last optical model used for analysis are stored with the
run file.

Figure 5.2 Optical Model selection under the Compute Sizes dialog box

Select Optical Model

S ample Info

# 16071043302 -~
0 3
0160 UM PSL -
LOTH#25542 ADDED 1.5 ML OF SAMPLE b

Optical Model

*if 7204

FIGMEMTE.rf730d Ve Cancel
POLYURE.f780d —
PPGOFFE0d
PPGO o720 3 Get |[nfo...
220 1fFa0d E———

OE.

b Mew Maodel...

0ld Maodel:

pal.if720d e-factar: |1

v |nchude PIDS data

[ Subrmicron-only

e-factor - This factor, also known as the shape factor, helps correlate results obtained from the
LS 13 320 to those obtained by other methods, such as the Coulter Principle, SEM, etc.



CHAPTER 6

Sample Modules
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Aqueous Liquid Module
Auto-Prep Station

Micro Liquid Module
Tornado Dry Powder System
Universal Liquid Module

Aqueous Liquid Module

The Aqueous Liquid Module (ALM) is intended for use with the LS 13 320 Optical Bench. It is capable
of suspending samples in the size range of 0.017 um to 2000 pm.

Figure 6.1 Aqueous Liquid Module (ALM) with Sample Cell

The ALM presents the entire sample to the instrument by re-circulating the sample. The amount of
sample needed depends on its size and concentration. Prior sample preparation is often needed to
achieve proper dispersion (see APPENDIX B, Sample Handling for more information on how to
disperse samples) in order to obtain accurate and valid results.
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System Description

The ALM system consists of:

* A sample vessel containing the suspension fluid and dispersed sample particles.

* Asample cell.

* A sonicator that aids in the dispersion of the sample.

* A variable speed circulation pump to circulate the particles through the sample cell.

¢ Inlet and drain hoses.

* Hoses to transfer fluid from the vessel to the sample cell.

* Liquid level sensors.
The ALM is intended to be used with water only and holds a total volume of 1250 mL. Using the
automatic fill mode, the system only uses 1100 mL. The ALM has the capability of auto-filling and
auto-rinsing using a self-contained internal pump that is operated through software commands.
The pump fills the vessel to a set level controlled by liquid level sensors (figure 1). If the vessel is

manually filled, an alarm will sound to indicate when the liquid level has reached the overflow
sensor, this is intended to avoid fluid overflow.

Figure 6.2 Liquid Level Sensors

Indicators

A set of LEDs placed in the front panel of the module is used to provide visual information about the
status of the system when it is operated in manual mode. Figure 2 shows these LEDs and their
functions. The indicators are active only in manual mode though the functions indicated can also
be accessed through the software.
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Figure 6.3 Indicators

* Fill - opens the inlet valve. Pressing this button will open the inlet and turn the LED ON to
indicate the vessel is being filled.

* Pump - indicates that the pump is ON.
* Sonicate - turns the sonicator ON, the LED is a visual indicator for this state.
* Rinse - activates the rinse ring. This feature washes the walls of the vessel.

Figure 6.4 shows the Open/Close knob. This knob can be used to manually open or close the drain
valve. The software can also be used to control this valve.

Figure 6.4 Drain Valve Knob
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Connecting the ALM
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Recirculation Lines

The module is connected to the sample cell by two tubes (“lines”) as shown in figure 4. Line 1 carries
fluid from the module to the sample cell, line 2 returns the fluid to the module, making it a closed-

loop system.

Figure 6.5 Figure 4 Line Locations and Connections

Inlet and Drain Hoses

Two hoses are used to fill and drain the system. These hoses connect to the back of the instrument
(Figure 6.6). The inlet hose is also connected to a pressure regulator and gauge used to maintain the
appropriate water pressure (see specifications for the operating pressures).
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Figure 6.6 Inlet and Drain Lines
- T
—_——

| Inlet Hose

Pressure
Gange

Loading the Sample Cell Into the Optical Bench

Figure 6.7 Sample Cell

1 Open the LS 13 320 door to load the sample cell by undocking the auto-docking tray. Press the

OPEN button on the instrument and the sliding door moves to the left. When it is open, press
the EJECT MODULE button to extend the tray toward the user.
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2  Inthe auto-dock tray, you will notice stainless steel pins extending into the center tray area

both at the back of the tray and in the front of the tray. These pins fit into slots on the ALM
Sample Cell. The back pins prevent the module from tipping out and the forward pins locate the
module in the tray.

3 Hold the ALM Sample Cell by the handle and place it in the auto-dock tray by tipping the Sample
Cell to the rear at an approximately 30 degree angle into the auto-dock tray. This is done to clear
the forward pins and engage the back pins first.

4 When these pins have engaged into the slots on the back of the Sample Cell, tip the Sample Cell
up to its vertical position. The Sample Cell should now be resting on the auto-dock tray.

5 Press the EJECT MODULE button and the Sample Cell will be drawn into the LS 13 320.
A

/\ CAUTION

Do not place fingers inside bench as the sample cell docks into bench.

/\ CAUTION

Do not place fingers inside bench as automatic sliding door closes.

Software

This section covers the controls found in the software program to operate the ALM. It also covers
the parts of the Wizards (Standard Operating Methods (SOMs)) that deal with the ALM.
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8.1.3.1 Control Menu

control Preferences  Sect The Aqueous Liquid Module system can be operated through a
il series of manual controls accessed through software commands.
Rinse. .. These controls offer flexibility when there is a need to operate the

system manually. To access these control commands:
Pump Speed...

v Pump On ”ﬁ | Control and select the function you want to activate.
Pump Off Each function is explained in detail below.

v Open Inlet
Clase Inlet
Open Drain

v Close Drain
Activate Rinse Ring

Sonicake. ..
Fake Level Up
Fake Lewvel Down

v Cpen Module Door
Close Module Door

v Dock the Module
IIndock the Module

Monitor PIDS Lamp. ..

Fill
This option fills the vessel up to the third (top) level sensor. Note, if the drain valve is open, it will
remain open during the filling process.

Rinse

Selecting this option will rinse the vessel by adding, draining and recirculating fluid throughout the
entire module system. During this process the drain valve knob will automatically open and close.
Do not attempt to stop this action manually. To stop the system from rinsing select Cancel.

Aqueous Liquid Module E

i Lewel

Ringe: hlling and draming vessel ..
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Pump Speed
This option opens a dialog box that allows you to set the speed of the pump. Click on the arrows or
drag the indicator to increase or decrease the speed.

Pump Speed %]

-~ Pump Speed
SN I I %

Pump On - Pump Off
Selecting one of these options turns the pump ON or OFF.

Open Inlet
Opens the inlet. If the pump is OFF, selecting Open Inlet will turn it ON. If the vessel is already full,
fluid will not be allowed into the vessel.

Close Inlet
Closes the inlet valve regardless of how much fluid is currently in the vessel.

Open Drain
Opens the drain valve. Once the fluid drops below the bottom level sensor, if the pump is ON, the
pump will be turned OFF.

Sonicate
Applies sonication to aid in the dispersion of the sample. Maximum allowable time is 999 seconds.
The maximum output power by the probe is 73 W.

Sonicae |

Sonicate for [60 | seconds

B LT

Cancel | Start

8.1.3.2 Standard Operating Methods (SOM)

The Standard Operating Methods are used in part to assure consistency in the way analyses are
performed. The options available when creating SOMs are similar to those available when using the
Run Cycle.

Creating SOMs
To create an SOM:
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”ﬁ| Run.

2 Select Create an SOM. A sequence of screens will guide you through the SOM creation.

3 Step 1 prompts you to input a description of both the sample and the SOM being created for this

particular sample. You can also select the PIDS option if your analysis will include particles in
the sub-micron region (smaller that 0.4 um). If you are using the robot arm, select the Robot

check box.

Standard Operating Method Development Wizard x|

R}}l Step 1 of 5
Aqueous SOM Descriptior:. [ALM SOM

Modue  Sample Desciiption: |

'i' Fluid: Water Select Fluid.
Robot
W Inchude FIDS data
[ Use Fobot
Hew SOM Liowsd an SOM...

Cancel coack | News |

4 step 2 allows you to enter specific information about your sample as well as the (file name

format) entered.

SOM Wizard - Sample Information ﬁl

zpp Step 2 of &
Agosous  FielD: [3R77M RunNumber: [1
Modde  SanplelD: [Coniol 77
Comment 1: |
Robot  Comment 2 |
Sample Density: [0 gL I™ ControlSample S ample Stalistcs...

Template: <F205_<R2s_<U2s 00
File Name: 3R77M_01_00.8s

File Mame... |
Cancel | ¢ Back Mext »
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5 step 3 allows you to set Run Cycle options such as offsets, alignment and background. The Run

Cycle Options button will take you to the Run Cycle Options dialog box, where the measurement
times of the offsets, background, and alignment are set. Sonication is also set within this screen.

S0M Wizard - Run Cycle
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In Step 4 the run length is chosen. For analyses that require collection of PIDS data, a run length
of at least 90 seconds is recommended. For analyses without PIDS, 60 seconds is the
recommended time for the analysis, though analyses may be as short as 10 seconds. The optical
model can be selected during this step. For more on optical models see APPENDIX C, Optical
Models. The Pump Speed can be adjusted in this dialog. It is recommended that samples
requiring some type of surfactant, that pump speeds be kept low, i.e. 30%, to prevent the
formation of air bubbles. Should bubbles be present, alternating high pump speed with low
pump speed is useful when trying to de-bubble the suspending fluid. If the pump speed is
increased to its maximum (100%) and then reduced to an approximate 50%, air bubbles can be
eliminated. This procedure may need to be repeated two to three times to eliminate the
bubbles. High pump speeds are also useful when measuring large, dense particles. You can
access the manual speed control from the Control menu by selecting Pump Speed.

Standard Operating Method Development Wizard E

{R}I Step 4of 5
Aqueout Burn length: |EI' seconds [ Soricate  — Pump Speed

Ligusd

Module Numbes of wne: [ SoricatePower [6 =] | A 1 2%

 Wak [0 secondsbeforefistun [ Sonicate [ oo

W Compute Sizes W Dwing run Fraunhofer

¥ Save File IS | Seve Evereas of &Rl Opical Model...

™ Export Data Diectory...
Cancel | ™ Erint Report I Erint2verage et < Back I Hest > I

The Directory option allows the user to select a custom directory to save the data under or to
simply utilize the current directory for saving data.

Select the Run Directory E

" Uze the curment drectony

= Ilse a custorn directon

Beeies: |CLS13320 =]

Browse... Cancel | [ oK
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7 step 5 provides the user with a summary of the options selected in the previous steps. The SOM
is saved during this step.

SOM Wizard - Sumimary of Settings x|
Rpl Step 5 of 5
Auscus Standard Operating Methad Sethngs:
Liquid Step 1 - -
Plizedulie SO Description; gample
Sample Desciplion: sample SOM for the Universal L
Fluid: " ater
Inchude FIDS: Ma
Step 2
File 1D [sample file)
Samgle 1D [zamiple 1D)
Cornenent 1:
Comement 2
Rur rumbes: 1
Cortrol 5 ample: Mo ﬂ Save..
Cancel Stepl | Step2 | Step3 | Stepd | ¢ Back | Done

A

IMPORTANT SOM files, by default, are saved under the SOP folder, but they can be saved to the folder of
your choice as well.

Under high security (21 CFR Part 11, for compliant version of software only), SOMs can only be saved
by the Administrator. Under Operator mode, the Save button in step 5 of the SOM creation is not
displayed.

8.1.3.3 Loading an SOM

To load an SOM:

1 ”ﬁ| Run,

2 Select Load an SOM.

3 select an SOM file from the list.
A

When an SOM is loaded, the status panel will display information about the loaded SOM. The Start
Cycle button will change to Start SOM. Clicking on this button will start an analysis using all the
settings unique to that SOM. Clicking on the Remove SOM button will bring back the Start Cycle
option.
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Lok [ 3 5or HeldgEE
] default som

] test som

File name: | Open I

Files of lype: | SOM [ s0m)

Diectuies: |C\LS 13320\50P =l

8.1.3.4 Standard Operating Procedures (SOP)

Creating an SOP

Sample Modules 6
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Standard Operating Procedures (SOPs) are the last step in setting all the parameters necessary to

fully define restricted operation of the instrument.

To create an SOP:

—

”ﬁ| Run.

2 Select Create an SOP.

4

A

From the Create an SOP dialog box, select an SOM and Preference file.

Select Save. By default, the SOP file will be saved under the SOP folder.

Loading an SOP
To load an SOP:

1 ”ﬁ| Run,

6-13
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2 Select Load an SOP. SOPs can also be loaded from the status bar by clicking on the Load SOP
button.

3 select the desired SOP file from the SOP subfolder or the subfolder where the file was last saved.
A

Suspension Fluids

6-14

IMPORTANT Be sure the sample being sized and the suspension fluid do not violate any hazardous waste
or clean water discharge regulations.

In normal operation, the materials inside the system that come into contact with the suspending

fluid and the test particles are as follows:

304 stainless steel 316 stainless steel
borosilicate glass Teflon® tubing

Tygon' polyvinylchloride tubing Tygothane’ polyurethane tubing

Delrin” (acetal homopolymer) Buna-N rubber
Viton® O-rings Kal-rez’ O-rings
Brass Carbon

Kel-F* diaphragm Titanium Polycarbonate

The ALM requires clean, bubble-free liquid for its suspension fluid. Regular tap water that is filtered
and degassed can be used. We recommend that you use a 0.2 um, or smaller, pre-filter. Only use
suspension fluids in the ALM that have flash points greater than 43.3°C (110°F) and meet the
requirements listed below. Examples of fluids that can be used in the ALM are water, weak
aqueous-based acids or bases, mineral oils, ethylene glycol, etc. The suspension fluid used depends
on the type of sample to be analyzed.
Suspension fluid requirements:

* Chemical Compatibility - does not adversely react with the ALM components mentioned above.

* Transparency - transparent in the 450 to 900 nm range

¢ Clarity - no contamination or extraneous particles

* Consistency - no bubbles

* Density - lighter than the sample particles

* Wettability - able to deflocculate the sample particles

* Fluidity - low viscosity for rapid pumping

¢ Insolubility - no dissolution of particles

¢ Chemical neutrality - neutral to the sample and the ALM sample system
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Cleaning the ALM

It is important for all glass surfaces in your sample system to be clean. Dusty or coated optical
surfaces can cause erroneous results. Some samples or suspension fluids may coat the inside of the
sample cell windows. If the instrument is in a dusty or smoky environment, or if vapors are present,
the lenses and outer surfaces of the windows may become coated. Check the optical surfaces for
cleanliness at least every three months, and clean if needed. Depending on the environment
cleaning may be required more frequently.

Cleaning Fluids

Beckman Coulter recommends cleaning solution supplied with the module for cleaning the inner
surfaces of the ALM sample system. Beckman Coulter recommends lens cleaning paper for cleaning
the lenses and sample cell windows.

Cleaning the Cell
Clean the inner surfaces of the sample system (pump, hoses and within the sample cells) whenever
they become coated.

To clean the sample system:

1 select Control.

2 select Rinse. Rinse for approximately five minutes with water. Select Cancel to complete the
rinsing routine.

3 Select Control again.

4 select Open Drain.

5 select Close Drain.

6 Prepare the cleaning solution.

7 Fill the vessel with cleaning solution.

8  Let the cleaning solution circulate for 15 minutes to 1 hour, depending on how dirty the cell is.
9 Sselect Open Drain > Rinse.

10 The windows can be cleaned by removing the thumbscrews that hold the cover shown in
Figure 6.8.
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11 After removing the cover you will have access to the inside of the cell. This will allow you to

insert a swab with an extension (provided with your accessory kit) to clean the inside of the cell
windows.

12 Use the same solution prepared in step 6. to swab the windows clean.
A

Figure 6.8 PIDS Windows Thumbscrews

Make sure you clean both the PIDS and diffraction windows, shown in figure 7.

Figure 6.9 Diffraction and PIDS Windows

Replacing the Diffraction Cell Window

Equipment Needed
¢ lens tissues
¢ lens cleaning solution

* window sealing tool
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Procedure
Use this procedure to replace a diffraction sample cell window that is scratched or damaged.

To replace a diffraction sample cell window:

1 Drain liquid from module.

/\ CAUTION

Wear appropriate safety equipment for the suspension fluids being handled.

2 Open the Optical Bench door and remove the sample cell.

3 Drain remaining liquid in the cell by disconnecting the two hoses from the line 1and line 2 ports
on the sample cell front.

4 1Loosen the two nylon screws to remove each window (Figure 6.10).

Figure 6.10 Diffraction Window

5 Cup your hand over the loose retaining ring and tilt the sample cell stand until the retaining
ring falls into your hand.

NOTE You can now lay down the sample stand so the window to be replaced is facing up.

6 stick a piece of masking tape on the window and lift the tape up to remove the O-ring and
window. This may take several tries.
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7 Discard the old 0-ring, window and nylon screws.

8 Hold the new window by its edge to determine the coated side. Refer to the figure below to
determine which side is the correct one.

Figure 6.11 Pencil Reflections Test

DARK-COLORED
REFLECTION

LGHT-COLORED
REFLECTEON

COATED SDE

a. Take the eraser end of a pencil and hold it close to the window, near its edge. Note the two
reflections, dark and light colored, of the pencil.

b. Turn the window over and repeat step (a).
¢. The side that reflected a dark-colored reflection is the coated side.

/\ CAUTION

Use lens tissues only once, then discard. Never use silicone-coated, eyeglass lens
tissues to clean lenses or sample cell windows, as this type of tissue may leave a
film. Wash your hands thoroughly before cleaning any lens or sample cell window.
Do not touch optical surfaces with your fingers or skin. Body oils are difficult to
remove without harming the anti-reflective coating.

9  Lay the window, coated side down, on a piece of lens tissue.
10 clean the window using lens tissue wetted with lens cleaner.

11 Gently place the window, coated side to the outside of the sample cell, into the diffraction
window opening. It must be flat to avoid scratching the other window.

12 Lubricate the O-ring with lens cleaning solution.

13 carefully place the new O-ring on top of the window.
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14 1nsert the grooved end of the window-sealing tool into the sample cell. Push in gently and twist
from side to side to seat the O-ring.

15 Remove the tool and check if the O-ring is completely seated down and around the window.
16 Clean the retaining ring, then gently place it on top of the window.

17 Replace the two new nylon screws that hold the retaining ring.

18 Clean the outer surface of the diffraction window as described in step 10.

19 Replace the window on the other side if needed using steps 4 through 18.

20 msert both hoses into the bottom of the sample cell stand. Make sure they are tight.

21 Load the ALM sample cell into the optical bench and dock it.

22 perform a leak test.
a. Select Control, Fill.
After the sample vessel is filled, select Control, Pump On.

c. Ifany leaks are noticed after 2 to 3 minutes, remove the retaining ring and check that the
window and O-ring are seated correctly, then repeat the leak test.
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ALM Troubleshooting
Problem Possible Cause/Solution
No communication with optical bench * Module docked incorrectly.
* Undock module and re-dock.
Module won't fill * Check to see if it is already full.
* Check that connections are air-tight.
* Make sure there is enough inlet pressure.
Module won't drain o Check that drain hose is clear of obstructions.
Pump will not work * Module is not completely filled with fluid.
* Check power to the system.
* Sample cell not fully docked.
Module leaking * Check fittings.
* [f leakage is inside, contact Beckman Coulter service.

ALM Specifications

Item Specification
Power The ALM derives its power directly from the optical bench < 50 W peak-power
Temperature 10° to 40°C (50° to 104°F)
Humidity 0 to 90% without condensation
Dimensions Height Width Depth
29.85cm (11.75in) 38.7cm (15.25in) 34.9cm (13.75in)
Weight 15.4 kg (34.0 Ib)
Auto-Prep Station

The Auto-Prep Station (APS) is intended to be used with the LS 13 320 optical bench and the
Aqueous Liquid Module (ALM). It is capable of adding dispersant as well as sonicating a total of
thirty samples. It is intended for use with aqueous samples only.
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Figure 6.12 Auto-Prep Station with Aqueous Liquid Module

The APS adds the entire amount of sample to the ALM vessel by rinsing the sample tube into the
ALM vessel with water for a preset, user-selectable time.

APS Description
The APS consists of:

¢ acarrousel with 30 sample tube slots

* aset of three dispersant bottles

* asonicator to aid in the dispersion of samples

* atray to dispose of used sample tubes

¢ tubing and hoses necessary for the transfer of liquids, i.e. water and dispersants

Each sample tube will hold a maximum of 13 mL of liquid. The system is fully automatic and
controlled via software commands.
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Connecting the APS
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Hoses
The Auto-Prep Station is connected to the Aqueous Liquid Module through a set of hoses included

with the module. These are the water inlet line to the APS, a connecting line from the APS to the
ALM, and a drain line from the ALM. See the figure below.

To APS

I

Electrical and Communications
The electrical and communications connections are made through two separate cables that connect

from the APS to the right side of the LS bench, as shown in the figure above, and from the APS to the
computer. See the figure below.
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This section covers the software commands used to operate the Auto-Prep Station as well as how to

use SOM wizards to set the APS for consistent results.

Run Menu

a=lS 13 320 - Operator Mode

File Window | Run Control Preferences Security
~a o Run the Auto-Prep Station. ..

&
Open | Ovarlay Run Cycle...

|_ Run Cycle Opkions...

The APS is set for operation through a series of options found under the Run menu. Using these
options provides flexibility in the way the APS is set up to perform analyses.

”ﬁ | Run > Run the Auto-Prep Station... to define which carrousel slots you wish to use.

You may also accomplish this by using the carrousel icon gﬁ .

Run Auto-Prep Station

Selection of this option will display the Run the Auto-Prep Station dialog screen. This set-up screen
allows you to select the sample tube slots that will be used during the analysis as well as providing
options for selection of SOMs, Auto-Prep settings, and operation of the carrousel. Each slot can be
selected individually by clicking on the square next to the slot number. This activates all the other
options. The slots can also be selected as explained in the following sections. The fields on this
screen are:

¢ File ID - use this field to input the sample file name

* Sample ID - used for information about the sample

* Comment - add any type of comments up to 69 characters long
* SOM - allows you to select a previously saved SOM

6-23

6



Sample Modules

Software

H Run the Auto-Prep Station - By slot number

File Edit Run Select Carousel
Usze glat: File 1D: Sample [D: Comment; SOM or SOF: [Uze TAB and EMTER keys]
W 1 | | | |_a|m_ap.som j @ [~ 16 | | | | _J
@&~ 2 | | | |arp.sop = @rw| | | | El
W 3 | | | sample-alm. som @ ™ 18 | | | | J
@r ¢ | | | = @ros| | | | El
@r s | | | | - @ral | | | I~
@r s | | | | H @ral | | | El
@r | | | | H @rz| | | | I~
@r s | | | | H @r=| | | | El
@r | | | | = @ | | | I~
@] | | | 1 @r=] | | | El
@rn| | | | - @r=] | | | I~
@rz| | | | = @rz| | | | El
@ra| | | | 1 @ra=] | | | I~
@ | | | -1 @ra] | | | El
@ros]| | | | | r | | | | I~
Slat 3 3 slots have been selected
SOM/SOP: by slot number S0OMAS0OP Info... | Start | Lloze |
The following section covers each menu of the Run the Auto-Prep Station dialog screen.
File Menu
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* Load All Slots - allows you to load slots that have been previously saved in a file in the same
order in which they were saved.

* Load Slot 1 and Up - loads slots that have been saved in a file but starting from slot 1 and
increasing sequentially.

* Save Slot Settings - saves selected slots into a file of type *.aps.

* File Name Generation - see File Name Generation for more information.
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* Copy All - copies information from one slot into all other slots. This is done by:

— ”ﬁ| Select > Select All Slots.

— /B edit > copy A,

« Select Auto-Prep Station Slot
Fle  Edt Run Select Carousel

Copy Al
Ust ooy Sample IDs

Copy File ID's
w Copy Comments
oy Copy Fun Settings
Copy Preferences
@ Clear Al...

Clear 8l Sample IDs
@ Clear All File IDs
@ Clear All Cornments

Clear &l Run Settings
@ Clear ol Preferences
@ Color Options. ..

Lll

* Copy Sample IDs - copies the sample ID from one completed slot into all other slots.

* Copy File IDs - copies the file ID from one completed slot into all other slots.

* Copy Comments - copies the comments from one completed slot into all other slots.

* Copy Run Settings - copies the SOM from one completed slot into all other slots.

* Copy preferences - copies the preference from one completed slot into all other slots.

¢ Color Options - sets the colors to be used with the icons on the Select Auto-Prep Slots dialog

screen.

8.2.3.1 APS Run Menu

i Run the Auto-Prep Station - By slot nun

File Edit | Run Select  Carousel

Auto-Prep Skation Setkings. ..

Ilze zlat;

1 Sktark

— Skop

@ [ 2 Gancel

1

o -
Tl i RumSlet 8 Mext

The Run Menu is used to select the APS settings, which include the selection of sample tubes, SOMs,

and the bar code reader options.
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Auto-Prep Station Settings

The Auto-Prep Station Settings option helps you select the way in which the sample tubes will be set
up for analysis. Three options are provided and each option has a different set up.

* Alltubes the same - selecting this radio button sets all slots to use the same SOM, which
is selected by clicking on the Load an SOM button

Auto-Prep Station Settings El Auto-Prep Station Settings El

—SOMAS0OF —SOMAS0OF

= Al tubes the zame  Load an SOM... | = Al tubes the same Remowve SOk
" By slot number Load an SOF... | = By slot number
" By bar code Edit List... | € By bar code Edit List...

¥ Usze bar code scanner Codes... | ¥ Usze bar code scanner Codes...

|

i

™ Tube disposal always closed ™ Tube disposal always closed
Cloze | k. | Cloze | k. |

Once an SOM is selected it can be removed from all slots by clicking the Remove SOM button as
shown in the figure above.

* By slot number

Only the slots that have been selected and defined will be used during an analysis when this
option is selected.

Auto-Prep Station Settings EI

—50M

" Al tubes the zame Load an SOk |

% By zlot number

™ By bar code Edit List... |
¥ Use bar code szanner Codes... |

[T Tube dizpozal always closed

Cancel |
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* By bar code

Each tube provided with the Auto-Prep Station comes with a bar code for easy identification
when setting samples for analysis.

Auto-Prep Station Settings x|

—S0M
= Al tubes the zame  Load an SO0

™ By lot number
* By bar code Edit Lizt...

d

|

¥ | Usze bar code szanmer Codes...

[T Tube dispozal alwaps clozed

Cancel |

This selection provides other options to help optimize your analysis. Clicking on the Edit List
button displays the following dialog box:

Edit Bar Code vs. SOM List x|

Bar Code: I
SOM: ITESLSDI‘I‘I j Get Info... |
Aidd
Bar Codes SOk
A0071493 Default. zom
ADDS13 Testzam Delete |
A01809 Test.zam
Cancel
Ewery tube must have a bar code. S ave
Ewvery bar code must appear in thiz list.

This dialog is employed to create a list of bar codes that will be used to read the sample tube.
Bar codes are machine-readable symbols made of patterns of black and white bars that encode
bits of information. The list associates a specific tube to an SOM. The bar code is the digital
number on the bar code label of each tube.
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Bar code type selection is done through the following screen. In order for any of these bar codes
to work properly, the sample tube must have the selected code.

Enable Bar Codes x|

[~ UPC [~ Codabar [MNw-7) ak.
[ UPC-E [ Code3of9

Cancel
[~ EAMA3 [ Code 93
[T EAM-2 [ Interleaved 2 of 5 Defaults

Clear Al

[T Codei28 [ Standard 2 of 5 |

The following are short descriptions of each of the code types. Note that the default type is
Code 128.

— UPC-A is 12-digit product code used in the US.

— UPC-E is a smaller version of the UPC-A that uses six digits plus a check digit.
— EAN-13 is used throughout Europe. It is a numeric only scheme using 13 digits.
— EAN-8 is a shorter version of the EAN-13 code using only 8 digits.

— Code 128 is a high-density alpha-numeric coding scheme that uses all 128 ASCII characters.
It also allows for the inclusion of special characters not present on a keyboard.

— Codabar (NW-7) is a numeric only symbol used mostly by libraries and blood banks.

— Code 3 of 9 or code 39 is the most popular for ID, inventory, and tracking purposes that
supports alpha-numeric strings.

— Code 93 encodes numbers and upper case letters.

— Interleaved 2 of 5 is a high density, continuous number symbol that uses digit pairs encoded
in both the bars and the spaces.

— Standard 2 of 5 is a numeric only coding scheme.

8.2.3.2 APS Select Menu
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i Run the Auto-Prep Station - By slot numbe;
File Edit Run | Select Carousel

_ Select all slots
Ilze slat; File  calack Ma Slaks 1

[ —
1

I_ Select Al Slotswith Tubes

[ I— 2 I~

@ I_ Mark &l Slaks as Lnknawn

(737 3 [ Find Al Tubes...

The Select option allows you to select all the slots, except for the three slots used for set up. It will
also allow you to select just those slots that have tubes in them. Mark All Slots as Unknown puts a
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question (?7) mark next to each tube slot. Find All Tubes advances the carrousel to find all tubes in
the carrousel.

8.2.4 APS Troubleshooting

Problem Possible Cause/Solution
APS icon is not displayed ¢ Cables may be improperly connected.
Menus are not displayed ¢ Check connections (refer to section 2.2 for more

information on electrical and communication
connections)

Time out error “no communication with module” | ¢ Power cable to ASP not plugged-in

Does not perform according to selected SOM ¢ Wrong SOM type.

¢ Make sure the SOM selected is for the ALM + APS
Time out error “Auto-Prep Station tube pusher ¢ Tube may be stuck in disposal slot. Check the
motor timed-out” disposal slot.

¢ Bar code label causes tube to get stuck. Check bar
code label for looseness.

Time out error “Auto-Prep Station tilt arm motor ¢ Arm may be jammed. Check that modules are
timed-out” aligned and the tubing is not caught on the side

Time out error “Auto-Prep Station sonicator motor | ¢ Call service
timed-out”

Time out error “Auto-Prep Station carousel motor | ¢ Tube may be stuck in disposal slot. Check the
timed-out” disposal slot.

¢ Bar code label causes tube to get stuck.
¢ Check bar code label for looseness.

Micro Liquid Module

The LS 13 320 Micro Liquid Module (MLM) measures size distributions of particles suspended in
liquids from 0.4 microns to 2000 microns. It provides reliable results for researchers, quality control
laboratories, product or process control departments, or anyone needing to measure particle size
distributions.
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Figure 6.13 Micro Liquid Module

AT B T

The MLM measures the entire sample in the instrument by circulating the sample with a stir bar.
The amount of sample needed depends on its size and concentration. Prior sample preparation is
often needed to achieve proper dispersion (see APPENDIX B, Sample Handling for more information
on how to disperse samples) in order to obtain accurate and valid results.

MLM Description
The Micro Liquid Module is a chemically resistant, integrated system consisting of:

* Asample vessel (Micro Liquid Cell) with stirrer to introduce the sample to the system

* Main housing consisting of stirrer control and magnetic stirrer motor

The system is designed to work with small quantities of suspension fluid (12 ml), both aqueous and
non-aqueous.

Figure 6.14 Micro Liquid Module
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Loading the MLM

To install the MLM:

1 Open the LS 13 320 door to load the sample cell by undocking the auto-docking tray. Press the

OPEN button on the instrument and the sliding door moves to the left. When it is open, press
the EJECT MODULE button to extend the tray toward the user.

2 Inthe auto-dock tray, you will notice stainless steel pins extending into the center tray area

both at the back of the tray and in the front of the tray. These pins fit into slots on the MLM. The
back pins prevent the module from tipping out and the forward pins secure the module in the
tray.

3 Hold the MLM by the top with one hand and on the bottom with the other hand. Place it in the

auto-dock tray by tipping the Sample Cell to the rear at an approximately 30 degree angle into
the auto-dock tray. This is done to clear the forward pins and engage the back pins first.

4  When these pins have engaged into the slots on the back of the MLM, tip the Sample Cell up to
its vertical position. The MLM should now be resting on the auto-dock tray.

5 Press the EJECT MODULE button and the MLM will be drawn into the LS 13 320.

/\ CAUTION

Do not place fingers inside bench as module docks into bench.

/\ CAUTION

Do not place fingers inside bench as automatic sliding door closes.

Software
This section covers the Wizards (Standard Operating Methods (SOMs)) and controls found in the

software program to operate the Micro Liquid Module.

Control Menu

The MLM system can be operated through a series of manual controls accessed through the
software.
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Figure 6.15 Figure 1 Control Menu

s LS 13 320 - Advanced Operator mode

File Window Bunl Contol Preferences Secuily Help
Eﬂ' ﬁ Stirter Speed. . 3| &

Stirrer OFf
[Simulate

: : Open Maodule Door
; MG LRE i Mol Dt

v Dock the Maodule

IT rdock the Madiule

Stirrer Speed
Figure 6.16 Figure 2 Stirrer Speed

Pump Speed

Bump Speed | Close |

This options opens a dialog box that allows you to adjust the speed of the stirrer. Click on the arrows
or drag the indicator to increase or decrease the speed. The stirrer keeps the sample suspended
without creating bubbles.

Stirrer On/Off

Will turn the stirrer ON and OFF when manual control is needed.

Standard Operating Methods (SOM)

The Standard Operating Methods are used in part to assure consistency in the way analyses are
performed. The options available when creating SOMs are similar to those available when using the
Run Cycle.

Creating SOMs

To create an SOM:

1 ”/m Run.

2 Select Create an SOM. A sequence of screens will guide you through the SOM creation.
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3 step1 (Figure 6.17) prompts you to input a description of both your sample and the SOM you're

creating for this particular sample.

Figure 6.17 Figure 3 Step 1 of SOM development

Standard Dperating Method Developmeant Wizard

? Slep 1 of 5

s SEIM Desenphion: [Sarpic |
Liquid
Modde  Samole Descipion: |

Fluid: 2Proparal

CearthisSOM | LoadansoM. |

Cancel | et |

a. ”ﬁ | Select Fluid to select or edit the suspension fluid to be used (figure 4). This screen is a

database of common fluids plus any other fluids added by the operator.

b. ”ﬁ | Edit List... to edit or add fluids (see figure 5 for Edit Fluid List dialog screen).

Figure 6.18 Figure 4 Select Fluid Dialog

Seleet Fluid E
Fhud 2-Propanal

Refactie Indes 1375

Triplene
1-Butanal
1-Propancd
2-Butanal
Z-Butanone
2-Froparol
Acefic Acd 5%
Acelic Acid 5%
Carbon Tetrachlonde
CFC

Chdorafiamn
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Figure 6.19 Figure 5 Edit Fluid List Dialog

Fluid Refractive
Index
|K§In&er*€ I

oiylere & I
Petoleurn Ether _! &dd
Polyethylene Glpcol

pylens PR BT E
Silicone 0il

Tohene T
Trichloroethylens :I B ey
W/ aker td

Active List Inactive List

[one

4 1nstep 2 (Figure 6.20) information about the sample as well as the (file name format) under file
name are entered.

Figure 6.20 Step 2 of SOM Development

Standard Operating Method Development Wizard E
Step 2 of 5
Mico il Name: [T BunMumber [T
H:ﬁe Sample 10 | Bar Code: |
Comment 1: | Dperator; [administratl:ur
Comment 2 |

Sameie Densiy: [0 o/ml ™" Cantral S amgle Sample Statistics... |

Templater <F16:_<RZ: <>
File Marne: test_i1 $ls

File Mame, .. t
Cancel | <Back | Mew> |

5 m Step 3 (figure 7) offsets, alignment and background are selected. The Run Cycle Options

button will take you to the MLM Run Cycle Options dialog box (figure 8) in which the
measurement times for offsets, background, and alignment are set.
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Standard Operating Method Development Wizard

\

Micro
Liqued
hodule

....................... = Always
= Always
¥ Measure Backgiound
[ Measure Loading
[ Enter Sample Info

[ Stast Run(s]

Cancel !

Gt et

Step 3 of b

= Every B0 minutes

€ Every B0 minutes

Flun Cycle Options... |

< Back | New>
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Micro Liquid Module

Figure 6.22 Figure 8 Run Cycle Options Dialog

Micro Liguid Module Run Cycle Options

[ {RBun Control Sample

R
|

keazure Offzets for |[B0 zeconds

Ewverny (B0 minutes

Meazure Alignment

¢ Auto . a0 -
Wer minLtes
" Manual 4
Meazure Backgrounds for |B0 zeconds
™
r {+

[Reference file doesz not exist]

Mew Reference Background. ..

Fiepeat Cycle
—I Defaulks | k.
_D:ul-:ur... Cancel
Sample Loading Dptions

{+ By standard Obscuration

" By Obzcuration

~

I_
l_

" By Sample " eight I—

" By Sample Yolume l—

Digable 'Start &nalyziz' when
Obscuration iz not OF,
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6 InStep4 (figure 9) the run length is set. Sixty seconds is the recommended time for an analysis,

though analyses may be as short as 10 seconds. The Stirrer Speed is also adjusted in this dialog
screen. It is recommended for samples that require some type of surfactant that the stirrer
speed be kept at low speeds, i.e. 30%, to prevent the formation of air bubbles.

Figure 6.23 Figure 9 Step 4 of SOM Development

S0OM Wizard - Run Settings

X
Step 4 0f 5

\

Univerzal
Liquid
Module

Eefare first run: v it |3 gecondz

Fiun length: IEEI seconds

" Pump Speed

[ B

Muriber af uns: IE

Betwesn runs: v Wait |3 zeconds

v Compute Sizes W During run Fraunhafer

W Save File [T Save Average of All Runs Dptical Model... |
[~ Export Data Folder... |
[ Prirt Repart ™| Frink &verane Feport ¢ Back Meast > |

Cancel |

Optical models are also selected from this dialog box. For more on optical models refer to
APPENDIX C, Optical Models.

1 step 5 (Figure 6.24) provides the user with a summary of the options selected in the previous
steps. The SOM is saved during this step.
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IMPORTANT SOM files, by default, are saved under the SOP folder, but they can be saved to the folder
of your choice as well.

Figure 6.24 SOM Summary

\

Univerzal
Liguid
kMadule

x
Step 5 of b
Standard Operating Method Settings:
Step 1 -
S0 Description: zample
Sample Description: zample SOM far the Universal L
Flund: water
Inciude PIDS: Mo
Step 2
File 10 ftee
Sample 1D [zample 0]
Comment 1
Comment 2:
Run number: 1
Contral Sample: Mo LI Save...
Step 1 | Step 2 | Step 3 | Step 4 | ¢ Back | [Nane |

Cancel |

Under high security (21 CFR Part 11, for compliant version of software only), SOMs can only be
saved by the Administrator. Under Operator mode, the Save button in step 5 of the SOM
creation is not displayed.

Loading an SOM

To load an SOM:

1 ”/m Run.

2 Select Load an SOM.

3 select the SOM file from the list (Figure 6.25).

[N
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Figure 6.25 SOM List Dialog

Lood Standard Operating Method (S0M) |
Lok i | 3 Sep ﬂ@lﬁ]ﬁlﬂl

{m] DRYTEST.som

Files of type: | SOM (*s0m) =l Cancel |

Diccties: 1CLS13320\S0P ~]

e

6-38



Sample Modules 6
Micro Liquid Module

When an SOM is loaded, the status panel will show information
‘E?’ M T about the loaded SOM and the Start Cycle button will change to
izre Liquid Module L . \ ; .
Start SOM. Clicking on this button will start an analysis using all
: the settings unique to that SOM. Clicking on the Remove SOM
| Ready button will re-activate the Start Cycle option.

DRYTEST.zom

Remowve SO '

Sample Infarmation

File Mame:  test
Sample |D:
Cammert:

Sample Info... |

Fun Settings
Fun Length: 999 zeconds

Buns: 1

“wéait Time: 0 zeconds
Save: Yoz

Print: Ma

E wport: Ma

SO Info... |
Csansom

Standard Operating Procedures (SOP)

Standard Operating Procedures (SOPs) are the last step in setting all the parameters necessary to
fully define restricted operation of the instrument.

Creating an SOP

To create an SOP:

1 ”/m Run.
2 Select Create an SOP.

3 From the Create an SOP dialog box (Figure 6.26), select an SOM and a preference file.
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4 Sselect Save. By default the SOP file will be saved in the SOP folder.
A

Figure 6.26 Create an SOP Dialog

reate a Standard Operating Procedure [SOP)

Select...

Loading an SOP
To load an SOP:

1 Jﬂ| Run.

2 Select Load an SOP. SOPs can also be loaded from the status panel by clicking on the Load SOP
button.

3 select the desired SOP file from the SOP subfolder or the subfolder where the file was last saved.
A
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Figure 6.27 Figure 13 SOP List Dialog

Load a Standard Dperating Procedure [SOP] 7| x| i

Leok jre | =3 Sop ﬂ:_*ﬁ_lﬁf.l

Fitz name: | —
Fles ofype: |SOP (" sop) 7] Conce
HM“ A

Directories |CALS 1322005 0P 3

=] DAYTEST s0p

Suspension Fluids

The materials used in the construction of the MLM that come in contact with the suspension fluid
are Teflon®, 316 stainless steel, glass, and Kal-rez’.

Only use suspension fluids that have flash points greater than 10.0°C (50°F) and meet the
requirements listed below. Examples of fluids that can be used in the MLM are water, acetone, weak
aqueous-based acids or bases, mineral oils, ethylene glycol, hexane, etc. The suspension fluid used
depends on the type of sample to be analyzed.

Suspension fluid requirements:

Chemical Compatibility - does not adversely react with the MLM components mentioned above.
Transparency - transparent in the 450nm to 900 nm range

Clarity - no contamination or extraneous particles

Consistency - no bubbles

Density - lighter than the sample particles

Wettability - able to deflocculate the sample particles

Fluidity - low viscosity for rapid stirring

Insolubility - no dissolution of particles

Chemical neutrality - neutral to the sample and the MLM
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Listed below are acceptable suspension fluids for the MLM. If your application requires a fluid not
listed here, check with your local Beckman Coulter representative for chemical compatibility.

Butanol
Carbon Tetrachloride

Ethanol

Glycerol?
Hexanes
Kerosene

Methanol

Mineral Oil?
Petroleum Ether
Propanol
Toluene

Trichloroethylene
Weak acid and base solutions (pH 4-10)

Butanone
Chloroform
Ethylene Glycol?
Heptanes

Jet Fuels

Ketones

Methylene Chloride

Pentanes
Polyethylene Glycol?
Silicone 0il?
Trichloroethane

Water

a. These fluids are highly viscous and result in a slower flow rate. Use only when diluted so that viscosity does not exceed 5

centipoise.

NOTE Before changing from one suspension fluid to another, make sure the two fluids are miscible with one
another. If the two fluids are not miscible, replace the current fluid with a suspension fluid with which they
are both miscible and then change to the new suspension fluid. Mixing of immiscible fluids will form an
emulsion that may be very difficult to remove from the system. Figure 6.28 provides a miscibility guide

for some common solvents.
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Figure 6.28 Miscibility Guide

[ | Acetic Acid
Acetone
Acetonitrile
Benzene
Butanol
Carbon Tetrachloride [ IMiscible
Chloroform
clohexane || immiscible
Cyclopentane
Dichloroethane
Dichloromethane
Dimethylformamide (DMF)
Dimethylsulfoxide (DMSO)
Dioxan
Water
Ethanol
Ethyl Acetate
Diethyl Ether
n-Heptane
I n-Hexane
Methanol
Methyl Ethyl Ketone
I iso-Octane
n-Pentane
2-Propanol
Diisopropyl Ether
Tetrachloroethane
Tetrahydrofuran {THF)
Toluene
Trichloroethane
|Xylene

MLM System Preparation

Placing the Cell on the Sample Stand

Open the door to the optical bench. If the module has been docked, undock it. Place the sample cell
on the sample stand with the locator pin fitting into the locator notch on the sample stand as shown
in figure 14.
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Figure 6.29 Locator Notch

CELL—___

Filling Micro Liquid Module with Diluent

1 Open the door to the optical bench. If the sample cell is placed on the stand, remove it.

2 Remove the cap.

3 Tilt the cell toward the back (away from the locator pin) in order to trap less air inside the cup.
Pour fluid slowly into sample entry (Figure 6.30).

Figure 6.30 Cell Diluent / Sample Entry

4 To remove air bubbles after the sample cell has been filled, tilt the cell to the side to allow
trapped air to escape. Tilt it the opposite direction and repeat this procedure. Alternatively,
place the cell on the sample stand and turn the stirring motor on at a low speed. With high
viscosity fluids, you may have to turn off the motor periodically to let the bubbles rise.
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5  screw the cap securely onto the cell. Ensure that the O-ring is in place before screwing on the
cap.

6 Place the cell back on the MLM stand.
A

Adding Sample

Sample is added to the sample cell until the correct obscuration is obtained. To add sample:

—

Open the Optical Bench door.
2 Remove the cell cap and add a small amount of sample to the sample cell.
3 Close the door and note the obscuration.

4 Repeat the previous two steps until the correct obscuration is obtained.

IMPORTANT Do not allow liquid to spill inside the optical bench while loading sample into the cell.

Setting the Stirring Motor

The speed of the stirring motor may need to be adjusted, depending on the sample being analyzed.
For most applications, maximum speed is appropriate. Lower speeds may allow larger or denser
particles to settle, skewing the size distribution. Lower speeds have been provided so that delicate
samples, or those likely to flocculate when agitated, can be run.
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Cleaning the MLM
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IMPORTANT Always remove the Micro Liquid Cell from the sample stand to add fluid or sample in order to
prevent spills on the Micro Liquid Sample Stand or inside the optical module. If you follow this advice, only
the Micro Liquid Cell will require occasional cleaning.

Disassemble the cell

Refer to Figure 6.31.

1 Unscrew the cell cap.

2 Pour the fluid out of the cell.

3 Remove the O-ring from the top of the cell.

4 Unscrew the cell body from the cup and remove the stirrer bar.

5 Remove the O-rings from the stirring bar.

Clean the cell components

1 Wash everything except the cell body in a 2% solution of MICRO Critical lab cleaner. Rinse and
dry.

2  Clean the inside of the cell body by rinsing with acetone or isopropyl alcohol.

IMPORTANT Do not use any abrasive cleaners in the cell.

3 Ifany particles or dirt remain on the inside of the cell windows after rinsing, use lens cleaning
fluid and the swab to clean the windows. Clean the windows with a circular motion.

4 Clean the outside of the cell windows with lens cleaning fluid and lens tissue using a circular
motion.
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Figure 6.31 Sample Cell Components

- CAP
._:__ ] ),

SAMPLE ":::::::::” ~ O-RING

ENTRY —
FLMNNEL

CELL
BODY
T WINDOW

T cuP

It is not necessary to take the cell apart every time there is a need for cleaning. Adding a small
amount of cleaning solution and scrubbing with the swab supplied can also clean the inside of the
cell.

Figure 6.32 Figure 17 Cleaning the Cell With a Swab
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MLM Troubleshooting
Problem Possible Cause/Solution

No communication with optical bench ¢ Module docked incorrectly. Eject module and re-dock.

Stirrer will not turn ¢ Liquid too viscous
¢ Cell not mounted properly
¢ 0O-rings missing from stirrer bar

Sensor light not on ¢ Module not docked properly. Eject module and re-dock.
¢ Cell not mounted properly

Obscuration too high ¢ Dirty windows. Clean windows.

Module leaking ¢ Check fittings

Tornado Dry Powder System

The Tornado Dry Powder System is intended for use with the

LS 13 320 Optical Bench. It is capable of feeding and measuring
dry powder samples in the size range 0.4 um to 2000 pm. The
Tornado DPS measures the entire sample presented to the
instrument, with a sample volume that allows an analysis that
will provide statistically accurate results. The range of sample
volumes the instrument can accept should provide for a
minimum 10 second run at controlled obscuration. There is no
need for sample preparation and operator intervention is
minimal. The system is controlled via software commands that
make it completely hands-free. The sample is placed in a sample
holder and delivered to the sensing zone in the optical bench by
a vacuum.

Tornado Description
The Tornado DPS system consists of:

* The Tornado DPS module

* A vacuum source

* Avacuum hose that connects the Tornado DPS to the vacuum

* Sample tubes
The Tornado DPS provides automatic feed rate (obscuration) control. The set point for the
obscuration is user selectable between 4% and 8%. The accuracy of the average obscuration control

is better than +2% from the set point. It is measured using the average obscuration set in the Run
Settings dialog box (see the Software section of this manual).
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The system disperses cohesive powders without milling fragile materials. The dispersion of the dry
powders is comparable to the dispersion achieved when the samples are run wet with proper
manual pre-dispersion.

The sample to be measured is contained in the system to prevent airborne contamination of the
work area throughout. This is accomplished by maintaining a negative pressure (vacuum) system
for the sample path and trapping the sample via a filtration system in the vacuum.

Indicators

A set of LEDs mounted in the front panel of the module provide visual information about the status
of the system when it is operational. The indicators are active in manual mode as well as indicating
functions accessed through software.

Figure 6.33 Tornado DPS LED Indicators Error
A red LED which will flash on any error
condition.
Load Sample
Green when sample loading is possible.
Red at all other times while running.
Vacuum
Green when vacuum is within range.
Solid red when vacuum is low.
Flashing red if vacuum is high.
Power

Green when power is applied to the
module's Control PCB.

Docking the Tornado DPS

To dock the Tornado DPS:

1 Open the LS 13 320 door to load the sample cell by undocking the auto-docking tray. Press the

OPEN button on the instrument and the sliding door moves to the left. When it is open, press
the EJECT MODULE button to extend the tray toward the user.
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2  Inthe auto-dock tray, you will notice stainless steel pins extending into the center tray area

both at the back of the tray and in the front of the tray. These pins fit into slots on the Tornado.
The back pins prevent the module from tipping out and the forward pins locate the module in
the tray.

3 Hold the Tornado DPS by placing one hand on the top and the other hand on the bottom, tip the

DPS to the rear at an approximately 30 degree angle into the auto-dock tray. This is done to clear
the forward pins and engage the back pins first.

4 When these pins have engaged into the slots on the back of the DPS, tip the Sample Cell up to
its vertical position. The Tornado module should now be resting on the auto-dock tray.

5 Press the EJECT MODULE button and the Tornado will be drawn into the LS 13 320.
A

/\ CAUTION

Do not place fingers inside bench as automatic sliding door closes. Do not place
fingers inside bench as module docks into bench.

It is sometimes necessary to manually guide the module into the LS. When the module is
successfully docked, the Power LED of the Tornado will turn ON. The Tornado will go through a
diagnostic self-test routine, turning LEDs ON and OFF, spinning and raising the sample lift until the
self-routine is over. If the Power LED does not turn ON, it means the Tornado did not properly dock
into the LS 13 320. Gently push the Tornado both at the top and bottom into the LS 13 320 and it
should then properly dock.

/\ CAUTION

Do not place fingers/hand between sample lift and suction nozzle during
operation.

This section covers the Wizards (Standard Operating Methods, SOMs) and controls found in the
software program to operate the Tornado DPS.

8.4.3.1 Control Menu

The Tornado DPS system can be operated through a series of manual controls accessed through the
software.

”ﬁ | Control and select the function you want to activate from the menu shown in the figure below.



a= LS 13 320 - Advanced Operator Mode

File indow FRun | Control Preferences  Se

~u u = Run Cleaner. ..
& | &
Open | Owverlay Up Feed Sample
L5133 Sample Lift Up
Dry Powie Sample Lifk Hu:u.me
Stop Sample Lift
Cycle Sample Lift
| Ready  spinner on
v Spinner Off
—S0P
v Lamp On
rnzie] Lamp OFF
Load SOF  Yacuum On

v Yacuum OFF

—Sample Infarmatior ¥acuum Setkings, ..

File [D: TES # Open Module Door
lase Module Doar:

v Dock the Module
Undock the Module

Sample 1D:

Comment;

Sample Modules
Tornado Dry Powder System

Run Cleaner - Runs a cycle that runs the cleaning
material (provided with your module) through
the Tornado DPS.

Feed Sample - Raises the sample lift. This cycles
with either the vacuum on/vacuum off options
selected, allowing for feeding the sample to the
system and maintaining the obscuration that
has been pre-set in the preference file. Selecting
Sample Lift Home stops this command.

Sample Lift Up - Sample Lift Home moves the lift
to its maximum height and back to its home
stage. Useful when cleaning the module.

Stop Sample Lift stops the sample lift during its
movement at its current position.

Cycle Sample Lift cycles the sample lift up and
down. Use the Sample Lift Home option to stop
this action.

Spinner On - Spinner Off turns the spinner on

and off.

Lamp On - Lamp Off turns the sample lamp on
and off.

Vacuum On - Vacuum Off Use this option to turn
the vacuum on and off when cleaning the sample
lift.

Vacuum Settings - This option is available only
under Administrator or Supervisor mode.

Upper Error Limit; ImT "HZ0 OF.
T arget W acurn: IW "H20
Lowwer Error Lirnit: IW "Hz20

[T Wacuum: 327'H20

Cancel

Apply

£ EL,

These limits must be set so that the vacuum value falls between the two limits. The vacuum LED on
the front of the module will provide a guide as to which value needs to be adjusted. If the LED light
is solid red, indicating the vacuum is low, adjust the Lower Error Limit to be less than the vacuum
pressure reading. If the LED light is flashing red, indicating the vacuum is high, adjust the Upper
Error Limit to be greater than the vacuum pressure reading.
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8.4.3.2 Standard Operating Methods (SOM)

The Standard Operating Methods (SOMs) are used in part to assure consistency in the way analyses
are performed. The options available when creating an SOM are similar to those in the Run Cycle
dialog.

Creating SOMs

To create an SOM:

1 ”ﬁ| Run,

2 Select Create an SOM. A sequence of screens will guide you through the creation of an SOM.

3 Step 1 prompts you to input descriptions of the sample and the SOM for this particular sample.

standard Operating Method Development Wizard ﬂ

? Step 1 of 5
SOM Description: |

System S ample Descrption; I.ﬁm

MNew SO Load an SOM. ..

Cancel | Ba MNest »
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4 Step 2 information about the sample as well as the (file name format) under the file name is

entered.
x
'v Step 2 0f 5
Dy Fie ID: |TEST Run Nurnber: ||
Poveder
System  Sample (D: | Bar Code: |
Comment 1: I Operator; |GS
Comment 2 |
Sample Densiyx |':I a/mL [~ Control Sample S ample Statistics. ..
Template: <G10>_<U2>_<A2».¢x»
File Mame: TEST_00 07§
File Mame.,.. |
Cancel ¢ Back Mest »

5 step 3 Run Cycle options such as offsets, alignment and background are set during this step.

The Run Cycle Options button will take you to the Run Cycle Options dialog box in which the
measurement times for offsets, background and alignment are set.

S0M Wizard - Run Cycle

v

Ciry
Poveder
System

Canizel |

¥ Enter Sample Info

V¥ teasue Offsetz  Alwaps
¥ Align i Always
¥ teazue Background

¥ Start 1 Fun

Step 3 of &

{* Ewvemy B0 minutes

o Eweny 30 minutes

Fun Cycle Options. .. |

< Back MHext > |

X
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6 I Step 4 the obscuration value (%) at which the analysis will be performed is selected. For the

Tornado DPS this value should be between 4% and 8%. The ISO 13320 standard suggests an
obscuration value of 5% (ISO 13320-1 Particle size analysis - Laser diffraction methods. Part 1:

General Principles. Section 6.2.4, page 8).

x
? Step 4 of b
Dy Obzcuration: IE z
Powder
Syshem
¥ Compute Sizes [ Dwring run Fraunhofer.rff
ol L Optical Model... |
[~ Export Data Directany... |
Cancel | I™ Print Report < Back | Mext = |

The Directory option allows the user to select a specific folder to save the data in or to simply
utilize the current folder for saving data.
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7 step 5 summarizes the options selected in the previous steps. The SOM is saved during this step.

IMPORTANT SOM files, by default, are saved under the SOP folder, but they can be saved to any other

folder.

v

Doy
Fowder
System

x
Step 5 of 5
Standard Operating Method Settings:
Step 1 -
S0 Description: zample
Sanmple Description: garmple SOM far the Univerzal L
Step 2
File 1D: [zarnple file]
Sample [D: [zarmple D]
Comment 1:
Comment 2;
Fiun number: 1
Contral Sample: Mo
Sample Denzity: 0 as/mL
File Mame Template: <F20r_<RZ»_<UZ» <x» ;I Save,..
Step 1 | Step 2 | Step 3 | Step 4 | < Back | Done |

Cancel |

Under high security (21 CFR Part 11, for compliant version of software only), SOMs can only be
saved by the Administrator. Under Operator mode, the Save button in step 5 of the SOM
creation is not displayed.

8.4.3.3 Loading an SOM

To load an SOM:

1 ”ﬁ| Run,

2 Select Load an SOM.

3 select the desired SOM file from the SOP subfolder or the subfolder where the file was last saved.

A

When an SOM is loaded, the status panel will show information about the loaded SOM and the Start
Cycle button will change to Start SOM. Clicking on this button will start an analysis using all the
settings selected when the SOM was created. Clicking on the Remove SOM button will re-activate the

Start Cycle option.

6-55



Sample Modules
Tornado Dry Powder System

8.4.3.4 Standard Operating Procedures (SOP)

The Standard Operating Procedures (SOPs) bring together the SOMs and the preference files, thus
setting all the parameters necessary to fully control the operation of the instrument, as well as data
presentation.

Creating SOPs

To create an SOP:

1 ”ﬁ| Run,

2 Select Create an SOP.

3 From the Create an SOP dialog box, select an SOM and preference file.

Create a Standard Operating Procedure [SOP] i
~S0M Fil= i
[Pleaze zelect an SOM file]
Cancel
= Freference File Clear Al

[Pleaze select a Preterence fils) Select... ;

[ Do rot allow operatar to change preferences

Comment; !

4 select Save. By default the SOP file will be saved under the SOP folder.
A
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Loading an SOP
To load an SOP:

1 ”ﬁ| Run.

2 Select Load an SOP. SOPs can also be loaded from the status panel by clicking on the Load SOP
button.

3 select the desired SOP file from the SOP subfolder or the subfolder where the file was last saved.
A

Cleaning the Tornado DPS

It is important for all glass surfaces in your sample system to be clean, as dusty or coated optical
surfaces can cause erroneous results. Some samples may coat the inside of the sample cell windows.
If the instrument is in a dusty or smoky environment or if vapors are present, the lenses and outer
surfaces of the windows may become coated. Check the optical surfaces for cleanliness at least every
three months, and clean if needed. Depending on the environment, cleaning may be required more
frequently.

Using the Cleaning Sample

The sample cell and tubing may be cleaned by using the provided cleaning sample. Load
approximately 15 cc to 25 cc of the cleaning sample into the sample holder and select the Run
Cleaner option from the Control menu.
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Cleaning the Cell Windows

To clean the windows the sample cell must be removed from the module housing.

1 Loosen the screws that hold the bracket in place. Lift the bracket to disengage the pins from the
pin slots. See Figure 6.34.

Figure 6.34 Figure 2 Bracket Screws

Bracket

2 Undo the four (top and bottom) latches found in the back of the module that attach the sample
cell to the module housing (Figure 6.35).

Figure 6.35 Sample Cell Latches

3 Remove the sample cell.
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Clean the inner and outer surfaces of the sample cell windows (figure 4) whenever they become
coated. To clean these windows:

Figure 6.36 Figure 4 Sample Cell Windows

1 Remove the set of screws holding the window you wish to clean. Remove the window.

2 Fold three to four lens tissues in half,

w

Apply lens cleaner onto the creased area of the folded lens tissue.

4 Place the lens tissues on the window surface, holding the tissue in place with two fingers.

(6]

Slowly, wipe the window.
0 Discard the used lens tissue.

7 Re-assemble the windows and sample cell.

Cleaning the Sample Tubing

The lines that carry the sample into the sample cell may need to be cleaned separately when the
sample cleaner cannot clean them completely.
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1 Remove the module cover by undoing the two latches found in the back of the module
(Figure 6.37).

Figure 6.37 Cover Latches

2 Remove the wall impact plate by removing the four screws. (Figure 6.38)

Figure 6.38 Wall Impact Plate

Wall impact
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3 Use the brush provided in the Tornado DPS accessory kit to clean the suction and sheath flow

tubes in the direction shown by the arrows in Figure 6.39. Use the same brush to clean the tube
that runs perpendicular to the suction tube and runs towards the sheath flow tube.

Figure 6.39 Suction and Sheath Flow Tubes

Sheath Flow Tube

Suction

Tube

Cleaning the Sheath Flow Filter
1 Remove the module cover by undoing the two latches found in the back of the module
(Figure 6.37).

Figure 6.40 Sheath Flow Filter

Sheath Flow Filter
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2 Remove the filter (figure 8) and clean with soap and water. Allow it to dry before re-installing.
The filter can also be cleaned by applying vacuum to it.
A

Tornado DPS Troubleshooting

The LEDs on the Tornado DPS will aid you in troubleshooting the module. Refer to figure 1 for a
description of the function of each LED.

Problem Possible Cause/Solution

Module not responding * Module docked incorrectly (LEDs will not light).
— Eject module and re-dock.
— Apply slight pressure on the front of module while docking.

If LEDs turn on, check cable from optical bench to the computer.

Vacuum will not start e Check that vacuum is plugged-in.
¢ Check that vacuum remote power switch is in the ON position.
* Check that remote power switch cable is connected to the optical

bench.
Sample not being suctioned ¢ Check that the vacuum limits are set properly (Administrator only).
¢ Check that sample tubing is not plugged.
Error LED is RED ¢ Power instrument down and back up. If error light is still red, call
service.
High background * Dirty windows. Clean all the windows.
Low vacuum pressure o Sheath flow filter missing. Install filter.

o Leaks. Tighten windows screws.
¢ Sheath flow tube plugged. Clean tube.
e Vacuum bag full or filter clogged. Replace vacuum bag and/or filter.

High vacuum pressure * Suction nozzle plugged. Clean nozzle.
* Sheath flow filter dirty. Clean or replace filter.
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Tornado DPS Specifications

Item Specification
Power The Tornado DPS derives its power directly from the optical bench < 50 W peak-power
Temperature 10° to 40° C (50° to 104° F)
Humidity 0 to 90% without condensation
Dimensions Height Width Depth
46.4 cm (18.25in) 20.3cm (8.0in) 21.6cm (8.51n)

Weight 8.2 kg (18 Ib)
Vacuum System | Flow rate: 420 L/min

Pressure: 740 to 750 torr (15 cfm at 5 to 10 inches of H20 below atmospheric pressure)

Universal Liquid Module

The Universal Liquid Module (ULM) is intended for use with the LS 13 320 Optical Bench. It is
capable of suspending samples in the size range of 0.017 ym to 2000 um.

The ULM measures the entire sample introduced to the
instrument by re-circulating the sample. The amount
of sample needed depends on its size and
concentration. Prior sample preparation is often
needed to achieve proper dispersion (see APPENDIX B,
Sample Handling for more information on how to
disperse samples) in order to obtain accurate and valid
results.
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ULM Description
The ULM system consists of:

¢ The ULM module

* Two hoses: one for fluid delivery and another for waste.

The ULM requires relatively small volumes of sample and dispersing liquid (total volume 125 mL).
It is compatible with both organic and aqueous media. The set point for the obscuration is user
selectable or may be attained automatically as the sample is added to the vessel.

This sample module has the capability of auto-filling and auto-rinsing using a self-contained
internal pump. The pump is controlled by an automated level sensor that signals when the
container is full or empty. The pump fills and rinses the unit automatically, expelling all waste into
a waste container (provided with the module).

Loading the ULM

1 Open the LS 13 320 door to load the ULM by undocking the auto-docking tray. Press the OPEN

button on the instrument and the sliding door moves to the left. When it is open, press the EJECT
MODULE button to extend the tray toward the user.

2 In the auto-dock tray, you will notice stainless steel pins extending into the center tray area
both at the back of the tray and in the front of the tray. These pins fit into slots on the ULM. The

back pins prevent the module from tipping out and the forward pins secure the module in the
tray.
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3 Hold the ULM by the top with one hand and on the bottom with the other hand. Place it in the

auto-dock tray by tipping the ULM to the rear at an approximately 30 degree angle into the
auto-dock tray. This is done to clear the forward pins and engage the back pins first.

4 When these pins have engaged into the slots on the back of the ULM, tip the module up to its
vertical position. The ULM should now be resting on the auto-dock tray.

5 Press the EJECT MODULE button and the MLM will be drawn into the LS 13 320.
A

/\ CAUTION

Do not place fingers inside bench as automatic sliding door closes.

/\ CAUTION

Do not place fingers inside bench as module docks into bench.

ULM Software

This section covers the controls found in the software program to operate the ULM. It also covers
the parts of the Wizards (Standard Operating Methods (SOMs)) that deal with the ULM.

8.5.3.1 Control Menu

The ULM system can be operated through a series of manual controls accessed through the
software.

”ﬁ | Control and select the function you want to activate.
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Fill...
Rimse...
De-bubhble. .

Pump Speed...
v Pump On
Purmp QFf

Sonicake. ..

Open Inlet
v Close Inlek
Open Drain
v Close Drain
Short Drain

v Open Module Doar
Zlose Module Doar:

v Dock the Module
Undock the Module

Monitor PIDS Lamp. ..

Pump Speed

Fill

This option opens the inlet valve to fill the vessel with the diluent.
The drain valve, if open, will be closed. Make sure the fill hose is
completely submerged in the diluent.

Rinse

Selecting this option will start an automatic rinse cycle. The order of
operations is Open Drain, Close Drain, Fill, and Pump On. This cycle
is repeated for a set number of times (set in the Run Cycle Options
dialog box).

De-bubble
This routine may be used to de-bubble the diluent when the
presence of too many bubbles produces high backgrounds.

This option opens a dialog box that allows you to set the speed of the pump, by either clicking on
the arrows or by dragging the indicator.

Pump Speed

Pump On - Pump Off

Selecting one of these options will turn the pump On or OFF.
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Sonicate

You may sonicate your sample before an analysis by selecting this option. The following dialog box
is displayed with options to select the time for sonication and the power at which the sonication is
to be done.

Sonicate x|
Soricate for |2 vI gecondz
Paower |1 vI

¥ Beep when done

Cancel | Start

Open Inlet - Close Inlet

By default, the inlet valve is closed. When using the Rinse or Fill options the valve is automatically
opened during the filling process and returned to its default setting after the vessel is full. You can
also fill the vessel by selecting Open Inlet.

Open Drain - Close Drain

Opening the drain will stop the pump automatically when the fluid level falls below the bottom
sensor. If Fill or Rinse is selected the drain is automatically closed. You can have the drain open
while adding fluid to the vessel by selecting both the Open Drain and Open Inlet options at the same
time. Only in this set up will the pump stay on.

8.5.3.2 Standard Operating Methods (SOM)

The standard operating methods are used in part to assure consistency in the way analyses are
performed. The options available when creating SOMs are similar to those available when using the
Run Cycle dialog box.

Creating SOMs
To create an SOM:

1 ”ﬁ| Run,

2 Select Create an SOM. A sequence of screens will guide you through the SOM creation.
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3 Step 1 prompts you to input a description of both your sample and the SOM you are creating for
this particular sample.

Standard Operating Method Development Wizarnd

Dema SOM

4 step 2 information about the sample as well as the (file name format) under the file name is
entered.

SOM Wizard - Sample Information
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5 step 3 Run Cycle options such as offsets, alignment and background are set during this step. The

Run Cycle Options button will take you to the Run Cycle Options dialog box in which the
measurement times for offsets, background and alignment are set.

SOM Wizard - Run Cycle x|

V I™ | Auto Rinse first ¥ Fiepeat Cycle Step 3 of b
Universal [T Debubble
Ligquid [ .
Module ¥ Measure Difsets " Always O Every 240 minutes
v Align 0 Alwaps £ Every 120 minutes

¥ Measue Backgound

¥ Measue Loading [ Sonicate during Loading

Sonicate Powen |1 vI

Fun Cycle Options.... |

[by Standard Obscuration]
[ Enter §ample Infa

¥ Start Funz)

¥ Awta Rinse after running
-

Cancel |

Run Cycle Options are selected from this screen as well.

Universal Liquid Module Run Cycle Options _ﬁl

¢ Back MHext » |

Repest Cpcle
™ Run Control Samle — Defauts | [ ok
£ Houfz
Every & Dayle] _D:lhl | Cancel
Lt I
Sample Loading Options

Measures Offzets for (30 seconds

Eveny Iﬁ mirubes

% By standard Dbsciation

IF =

(" ByPIDS Obscuation  [45 =

™ By Obscuration

- Maazure Ahgnment
* Ao : ™ By Sample Weight IL qrams
 Manual Eweny Iﬁ minutEs

Ir_ m

[ Enabls Auto-Dilution

™ By Sample Yolme

Meazure Backgrounds for |30 seconds
[T Show Reference Backaround
sle ol AN 312 AuoRinse:  Drainfor [15  seconds
[fle does ot exist
New Reference Background. Repeat [3 times
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6 InStep 4 the run length is set. For analyses that require collection of PIDS data, a run length of
at least 90 seconds is recommended. For analyses without PIDS, 60 seconds is the recommended
time for the analysis, though analyses may be as short as 10 seconds. The optical model can be
selected during this step. For more on optical models see APPENDIX C. The Pump Speed can be
adjusted in this dialog. It is recommended for samples that require surfactant that the pump
speed be kept low, i.e. 30%, in order to prevent the formation of air bubbles. Should bubbles be
present, alternating high pump speed with low pump speed is useful when trying to de-bubble
the suspending fluid. If the pump speed is increased to its maximum (100%) and then reduced
to about 50%, air bubbles can be eliminated. This procedure may need to be repeated two to
three times to eliminate the bubbles. High pump speeds are also useful when measuring large,
dense particles. You can access the manual speed control from the Control menu by selecting

Pump Speed.

SOM Wizard - Run Settings x|

v Step 4 of 5
Eefare first un: [ it |3 secands

niversal

Liguid
Module Fun length: IEEI seconds "Pump Speed

B B B
MNumber af runs: |2

Between rune: ¥ wWait |3 seconds

¥ Compute Sizez [ Dwring win Fraunhofer

W Save File [T Save Average of All Buns Optical Model... |

Folder... |

[ E=port Data
Cancel | [ Frint Report ™| Frirt £verage Feport < Back Mest |
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7 step 5 provides the user with a summary of the options selected in the previous steps. The SOM
is saved during this step.

IMPORTANT SOM files, by default, are saved in the SOP folder, but they can be saved to a folder of your
choice as well.

SOM Wizard - Summary of Settings x|

\

riverzal
Liguid
todule

Cancel |

Standard Operating Method Settings:

Step 5 of 5

Step 1

S0 Description:
Sanmple Description:
Fluid:

Include FIDS:

Step 2

File 1D:

Sample [D:
Comment 1
Conment 2
Fun rumber:
Control Sample;

Step 1 | 5tep2| StepSl 5tep4| < Back | [Nane |

zample

garmple SOM far the Univerzal L
water

Mo

thee
[zarmple D]

1

Ma ;I Save...

Under high security (21 CFR Part 11, for compliant version of software only), SOMs can only be
saved by the Administrator. Under Operator mode, the Save button in step 5 of the SOM
creation is not displayed.

8.5.3.3 Loading an SOM

To load an SOM:

1 ”ﬁ| Run,

2 Select Load an SOM.

3 select the desired SOM file.

A

When an SOM is loaded, the status panel will show information about the loaded SOM and the Start
Cycle button will change to Start SOM. Clicking on this button will start an analysis using all the
settings selected during the SOM creation. The Remove SOM button re-activates the Start Cycle

option.
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8.5.3.4 Standard Operating Procedures (SOP)

Creating SOPs
Standard Operating Procedures (SOPs) is the last step in setting all the parameters necessary to fully
control the operation of the instrument.

To create an SOP:

1 ”ﬁ| Run,

2 Select Create an SOP.

3 From the Create an SOP dialog box, select an SOM and preference file.

Create a Standard Operating Procedure (SOP) ﬂ

— S0M File

Save...
default. sam Select... |
C:4Le13320_ChSOPhdefault. zam Cancel

— Preference File Clear All

default. prf

C:4Ls13320_ChSOPdefault. prf

[~ Dot allow operatar to change preferences

Comment; I

4 select Save. By default the SOP file will be saved under the SOP folder.
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Loading an SOP
To load an SOP:

—

w

”ﬁ| Run.

Select Load an SOP. SOPs can also be loaded from the status bar by clicking on the Load SOP
button.

Select the desired SOP file from the SOP subfolder or the subfolder where the file was last saved.

Suspension Fluids

The materials used in the construction of the ULM that come in contact with the suspension fluid
are Teflon®, 316 stainless steel, glass, and Kal-rez’.

Only use suspension fluids that have flash points greater than 10.0°C (50°F), with specific gravities
greater than or equal to 0.6, and that meet the requirements listed below. Examples of fluids that
can be used in the ULM are water, acetone, weak aqueous-based acids or bases, mineral oils,
ethylene glycol, hexane, etc. The suspension fluid used depends on the type of sample to be
analyzed.

Suspension fluid requirements:

Chemical Compatibility - does not adversely react with the ULM components mentioned above.
Transparency - transparent in the 450 nm to 900 nm range

Clarity - no contamination or extraneous particles

Consistency - no bubbles

Density - lighter than the sample particles

Wettability - able to deflocculate the sample particles

Fluidity - low viscosity for rapid stirring

Insolubility - no dissolution of particles

Chemical neutrality - neutral to the sample and the ULM
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Listed below are acceptable suspension fluids for the ULM. If your application requires a fluid not
listed here, check with your local Beckman Coulter representative for chemical compatibility.

Butanol
Carbon Tetrachloride

Ethanol

Glycerol?
Hexanes
Kerosene

Methanol

Mineral Oil?
Petroleum Ether
Propanol
Toluene

Trichloroethylene
Weak acid and base solutions (pH 4-10)

Butanone
Chloroform
Ethylene Glycol?
Heptanes

Jet Fuels

Ketones

Methylene Chloride

Pentanes
Polyethylene Glycol?
Silicone 0il?
Trichloroethane

Water

a. These fluids are highly viscous and result in a slower flow rate. Use only when diluted so that viscosity does not exceed 5

centipoise.

NOTE Before changing from one suspension fluid to another, make sure the two fluids are miscible with one
another. If the two fluids are not miscible, replace the current fluid with a suspension fluid with which they
are both miscible and then change to the new suspension fluid. Mixing of immiscible fluids will form an
emulsion that may be very difficult to remove from the system. Figure 6.41 provides a miscibility guide

for some common solvents.
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Figure 6.41 Miscibility Guide

[ | Acetic Acid
Acetone
Acetonitrile
Benzene
Butanol
Carbon Tetrachloride [ IMiscible
Chloroform
Cyclohexane || immiscible
Cyclopentane
Dichloroethane
Dichloromethane
Dimethylformamide (DMF)
Dimethylsulfoxide (DMSO)
Dioxan
Water
Ethanol
Ethyl Acetate
Diethyl Ether
n-Heptane
I n-Hexane
Methanol
Methyl Ethyl Ketone
iso-Octane
I n-Pentane
2-Propanol
Diisopropyl Ether
Tetrachloroethane
Tetrahydrofuran {THF)
Toluene
Trichloroethane
|Xylene

Cleaning the ULM

It is important for all glass surfaces in your sample system to be clean, as dusty or coated optical
surfaces can cause erroneous results. Some samples or suspension fluids may coat the inside of the
sample cell windows. If the instrument is in a dusty or smoky environment or if vapors are present,
the lenses and outer surfaces of the windows may become coated. Check the optical surfaces for
cleanliness at least every three months, and clean if needed. Depending on the environment,
cleaning may be required more frequently.

Cleaning Fluids

Beckman Coulter recommends using the cleaning solution supplied with the module for cleaning
the inner surfaces of the ULM sample system. Beckman Coulter recommends lens cleaning paper
for cleaning the exterior surfaces of the lenses and sample cell windows.
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Cleaning the Cell

Clean the inner surfaces of the sample system (pump, hoses and within the sample cells) whenever
they become coated.

To clean the sample system:

1 select Control.

s LS 13 320 - Admmishiaton mode

Eia ‘Window HBun | Conbiol Erefersnces  Admin

Fill..
@ | B B .
Open | Owerlay] Up Binze...

{ebubble .
Ui I Li i
v niveszal Li ) _"‘s;n“d'
Pump OFF
Ready  ppen et
¥ Cloze |plet
[ S0P Open Dran
[rone) ¥ Close Digin
Shart Chrain
_....I:Eﬂ v DOpen Module Door
etz eln|=p e
- Sample Infomation ¥ Dock the Module
{ Unelock, the Modus
File Hams:  hest
&l s Mormtes PIDS Lame...

2 select Rinse

3 Sselect Open Drain after the Rinse routine has finished.

4 prepare the cleaning solution.

5  Place the inlet hose into the container of cleaning solution.

6 selectFill.

7  Let the cleaning solution circulate for 15 minutes to 1 hour, depending on how dirty the cell is.

8 select Control > Rinse.
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9 You can also clean the windows by removing the thumbscrews that hold the cover, as shown in
this figure.

10 After removing the cover you will have access to the inside of the cell. This will allow you to

insert a swab with an extension (provided with your accessory kit) to clean the inside of the cell
windows.
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11 Use the same solution prepared in step 1 to clean the windows with the swab.

| Clean These Windows

Replacing the Diffraction Cell Window

Equipment Needed
* Lens tissues
* Lens cleaning solution

*  Window seating tool

Procedure
Use this procedure to replace a diffraction sample cell window that is scratched or damaged.

To replace a diffraction sample cell window:

1 Drain liquid from module.
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/\ CAUTION

Wear safety equipment appropriate for the suspension fluids being handled.

2 Eject module.

3 Ifthere is liquid remaining in the cell, drain it by applying pressure on the two levers at the
same time (see figure above).

4 Loosen the two nylon screws to remove each window.
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5 Cup your hand over the loose retaining ring and tilt the sample cell stand until the retaining
ring falls into your hand.

NOTE You can now lay down the sample stand so the window to be replaced is facing up.

6 stick a piece of masking tape on the window and lift the tape up to remove the O-ring and
window. This may take several tries.

7 Discard the old 0-ring, window and nylon screws.

8 Hold the new window by its edge to determine the coated side. Refer to the figure below to
determine which side is the correct one.

DARE-COLORED
REFLECTION

LGHT-COLORED
REFLECTDN

COATED SDE

a. Take the eraser end of a pencil and hold it close to the window, near its edge. Note the two
reflections of the pencil, dark- and light-colored.

b. Turn the window over and repeat step a.
¢. The side that reflected a dark reflection is the coated side.

/\ CAUTION

Use lens tissues only once, then discard. Never use silicone-coated, eyeglass lens
tissues to clean lenses or sample cell windows, as this type of tissue may leave a
film. Wash your hands thoroughly before cleaning any lens or sample cell window.
Do not touch optical surfaces with your fingers or skin. Body oils are difficult to
remove without harming the anti-reflective coating.

9 Lay the window, coated side down, on a piece of lens tissue.

10 Clean the window with lens tissue wetted with lens cleaner.
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11 Gently place the window, coated side to the outside, into the sample cell window opening, It
must be flat to avoid scratching the other window.

12 Lubricate the O-ring with lens cleaning solution.
13 carefully place the new O-ring on top of the window.

14 1nsert the grooved end of the window-sealing tool into the sample cell. Push in gently and twist
from side to side to seat the O-ring.

15 Remove the tool and check that the O-ring is completely seated down and around the window.
16 Clean the retaining ring, then gently place it on top of the window.

17 Replace the two new nylon screws that hold the retaining ring.

18 Clean the outer surface of the diffraction window as described in step 10.

19 Replace the window on the other side if needed using steps 4 through 18.

20 nsert both hoses into the bottom of the sample cell stand. Make sure they are tight.

21 Load the ULM into the optical bench and dock it.

22 perform a leak test.
a. Select Control > Fill.
b. After the sample vessel is filled, select Control, Pump On.

c. Ifany leaks are noticed after 2 to 3 minutes, remove the retaining ring and check that the
window and O-ring are seated correctly, then repeat the leak test.
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ULM Troubleshooting

Problem

Possible Cause/Solution

No communication with optical bench

Module docked incorrectly. Eject module and re-dock. Apply
slight pressure on the front of module while docking.

Module will not fill

Check to see if it is already full
Check that connections are air-tight
Check that the fill hose is submerged in the diluent.

The valve should make an audible sound. If it does not,
contact Beckman Coulter service.

Module will not drain

Check that the waste container is not full.
Check that the drain hose is clear of obstructions.

Pump will not work

Module is not completely full of fluid.
Check power to the system.
Check belt drive.

Module leaking

Check fittings.
If leakage is inside, contact Beckman Coulter
service.

ULM Specifications

Item Specification
Power The ULM derives its power directly from the optical bench < 50 W peak power
Temperature 10° to 40° C (50° to 104° F)
Humidity 0 to 90% without condensation
Dimensions Height Width Depth? DepthP
49.5cm (19.5in) 21.0cm (8.25in) 11.4 cm (4.5 in)
Weight 8.85 kg (19.5 Ib)

a. Visible portion of module once docked into the optical bench

b. Includes optical cell
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—

Item Specification
Power 100 £10V, 120 £10V, 220 £20 V, or 240 +20 V
50/60 Hz
<6A
Temperature 10° to 40° C (50° to 104° F)

IMPORTANT If room temperature varies 2° C/hour, perform alignment and offsets tests more often,
at least once an hour.

Humidity 0 to 90% without condensation

Dimensions Unit Height Width Depth
Optical Module 445cm (17.5in) 101cm (40in)  25.4cm (10 in)
Computer Processor with Disk Drive 13cm (51in) 36 cm (14 in) 41 cm (16in)
Monitor 32cm (12.51n) 32cm (12.51in) 41 cm (16 in)
Printer 23cm (9in) 39 cm (15.51n) 41 cm (16 in)

Weight 71.5 Ibs (32.5 kqg)

Altitude Sea level to 3,000 m (10,000 ft)

Laser Classification

| for operator (no access to radiation)

lllb for service and maintenance (trained Beckman Coulter personnel only).
Power

5mwW

4 mW operating power
Wavelength

750 nm or 780 nm

Note: 750 nm laser has been discontinued
Life Expectancy

70,000 hours




Specifications

Item

Specification

PIDS Lamp

Type
Tungsten-halogen

Ratings

6.0V, 1.7A,10W

Output

150 lumens at 2,900° K

Life Expectancy

2,000 hours

Particle Sizing
Range

Aqueous Liquid Module and Universal Liquid Module: 0.017 um to 2000 um

Micro Liquid Module and Tornado Dry Powder System:

0.4 um to 2000 pum

Size Channels

Micro Liquid Module and Tornado Dry Powder System: 92

Aqueous Liquid Module and Universal Liquid Module: 116

Repeatability

1% about mean size (repeat runs of the same sample)

Run Time

1 to 999 seconds (30 to 90 seconds typical)

Sample
Requirement

All quantities will vary considerably depending on material density and particle size distribution

Aqueous Liquid Module: approx. 10 mg to 100 g

Universal Liquid Module: approx. 1 mgto 10 g

Micro Liquid Module: approx. 1 mg to 50 mg

Tornado Dry Powder System: approx. 5 cc to 30 cc

Data
Presentation

Video display and hard-copy printouts

Data Formats

Listing, Intensity

Detector group intensity flux, picoamps and millivolts
Background, flux and picoamps

Offset, millivolts

Gains for the diffraction and PIDS detectors

Listings, Size ¢ Channel group size and particle diameter for differential and cumulative greater than or less than
distributions in volume %, surface area % and number %
Graphs, o Detector flux, picoamps or millivolts
Intensity * Background, flux or picoamps
o Offset, millivolts
* Gains for the diffraction and PIDS detectors
Graphs, Size * Particle size by volume %, surface area %, or number % in differential or cumulative (greater than
or less than) distribution
Calibration None
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Sample Handling

—

The probability of obtaining a sample, which perfectly represents the parent distribution, is remote.
For example, when powder is poured into a heap, size separation or partitioning occurs with the
fine particles located at the center of the heap. Also, when a container of powder is subjected to
vibration the fine particles percolate through the coarse particles. Therefore, it is not a good
practice to just scoop off a small sample and attempt to predict the properties of the bulk from an
examination of that sample. In addition, fine powders suspended in a liquid medium often tend to
partition, meaning that larger particles will migrate downward while smaller particles remain in
suspension. The viscosity of the liquid plays a key role in the rate that particles migrate through a
medium. Although sampling is only one step in the overall process of characterizing the size
distribution of the bulk, care in performing this step will produce a representative size distribution.

Material Handling

Liquid Sampling

The sampling of powders suspended in a liquid medium requires the use of devices such as rollers,
magnetic stirrers and tube rotators as well as manual inversion and aspiration with a pipette, etc.
These are generally used to keep particles in suspension while attempting to draw a measurement
sample. Even though these techniques are effective in obtaining a representative sample from

liquid, the overall sampling for powder samples will be representative only when the initial solid
sampling is performed correctly.

Solid Sampling

The sampling of powders involves a reduction process from bulk stage down to a measurement
stage, which must be representative of the bulk sample. Clearly before any sampling is performed
the bulk material must be well mixed.

Stationary non-flowing materials, such as fine cohesive powders, sticky materials, moist materials,
or fibrous solids, do not have a tendency to segregate but may not be uniform. Hence it is necessary
to pass these materials through a mixer before storage. Surface sampling with a scoop usually yields
a good representation of the bulk. If more than one sample is taken and analyzed separately, the
variations in the results are usually minimal.
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Stored free-flowing materials will segregate by particle size. When poured into a heap, fines tend to
percolate to the center while coarse particles roll down to the outside. In vibrating containers,
coarse material will migrate to the surface even if larger particles are denser than the smaller
particles, for example, a steel ball placed in a beaker of sand. It is not recommended to remove a
sample from the surface due to the tendency to segregate.

A representative sample can be obtained by implementing one of the five common sampling
procedures. The five procedures are listed in descending order with respect to their efficiency at
getting good sample representation.

Spinning Riffler

The spinning riffler consists of a rotary sample tray, hopper, and a vibratory feeder. The sample fills
the mass flow hopper without heaping in piles and falls from the hopper to the chute of the
vibratory feeder. The feeder supplies a constant flow rate to the collection boxes, which move in a
circular motion.This method, according to statistics, yields the most accurate results. It is
recommended that samples be subdivided to the amount of a gram and the sample must be free
flowing.

Figure B.1 Figure 1. Spinning Riffler

Mass fead
hopper

Spinning riffler

Vibratary
feader

Chute splitter

The sample is placed in a V-shaped hopper and migrates down a series of chutes that alternately
feed two trays placed on either side of the trough. The sample is poured into the hopper and
repeatedly halved until a desired sample amount is obtained. Satisfactory sample division can be
obtained only if the operator loads the sample into the trough carefully without segregation
occurring.
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Figure B.2 Figure 3. Table Sampling

Table sampling

The sample is fed to the top of an inclined plane. The sample stream flows downward and is broken
up into fractions as it encounters prisms and holes. The draw back of this device is that it depends
on the initial feed being uniformly distributed and complete mixing after each separation. Thus,
accuracy is low since errors are compounded at each separation.

Figure B.3 Figure 3. Table Sampling
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Scoop sampling

This technique is prone to error since the whole sample does not pass through the sampling device.
Sample is taken from the surface, where it may not be typical of the bulk. To eliminate segregation,
it is usual to shake the sample in a container using different modes of shaking.

Figure B.4 Figure 4. Scoop Sampling

Scoop sampling

Cone and quartering

Cone and quartering consists of pouring the material into a conical heap and hoping that all four
parts are symmetrical. If symmetry does not exist in the cutting and flattening of the heap, size
error will occur. This method is greatly dependent on the skill of the operator and consequently
should not be used.

Figure B.5 Figure 5. Cone and Quartering

Liquid Sample Dispersion

Dispersion can make or break the analysis regardless of the particle analyzer being used in the
experiment. It allows us to see the correct particle distribution for a given sample. Factors that
govern the dispersion method that is to be utilized are:

¢ Solubility (e.g., fertilizer)

* Reactivity (e.g., cement, lithium hydride with water)

¢ Suspendibility (e.g., use of glycerol)

* Enduse (e.g., pigments, flour)
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Liquid Sample Dispersion

Liquid sample dispersion is when we attempt to suspend a dry powder in a liquid medium before
analysis. This medium can be aqueous or non-aqueous. Characteristics of the dry powder dictate
what medium is to be utilized as a diluent. Factors such as solubility, reactivity, suspendibility and
end use govern the choice of the media. For example, a non-aqueous medium such as isopropanol is
chosen over water as a diluent when determining particle size distribution for a sample of fertilizer,
which is soluble in water.

Many pharmaceutical powders, such as niacin, experience this solubility problem and require the
use of non-aqueous media. Powders can also be highly reactive. For instance, lithium hydride
explodes when in contact with water and cement cures in water. Next, suspendibility of large or
heavy powders in a medium may prompt you to use a highly viscous solvent such as glycerol. Finally,
pigments are often dispersed in toluene because toluene is the major component of the end
product. In the preceding examples, we illustrate why sometimes it is beneficial to select a non-
aqueous medium over an aqueous one. Nevertheless, aqueous systems have fewer precautions in
the handling and disposal of waste, and water is far less costly than any organic solvent.

/\ CAUTION

The safe handling and disposal of hazardous organic materials have to be
practiced according to government regulations such as Occupational Safety and
Health Administration (OSHA) and Environment Protection Agency (EPA)
regulations.

The techniques that are used in the dispersion of powders in both aqueous and non-aqueous media
are quite similar. Dispersants aid wetting and stabilization of a suspension and can be ionic (anionic
or cationic) or non-ionic. However, concentrations of dispersants must be low. Otherwise, their
properties are reduced or even inverted (i.e., cause aggregation or flocculation). In dispersing a
powder in a nonaqueous medium, it is critical to select an organic solvent that is a good diluent as
well as dispersant, although there are many organic dispersant aids. Aqueous surfactants are
primarily responsible for reducing surface tension, hence aiding in the dispersion of powders in
aqueous systems. The first task in dispersing a dry powder is the wetting of the sample with diluent
or dispersant, if needed. Gentle spatulation of the resulting paste prior to addition of diluent further
aids the dispersion process. Once the diluent is added, a sample of the slurry can be placed on a slide
for a microscopic evaluation of the effectiveness of dispersion. Providing that the sample is well
dispersed, the use of a magnetic stir bar is suggested to keep the sample fully dispersed, so a
representative sample can be drawn for analysis while stirring is in progress. For example, in some
cases it is necessary to use sonication. This is the case with strongly aggregated pigments of earth
elements. Ultrasonics must be used with caution since it can cause aggregation, shattering and
heating if the duration is too long or the ultrasonic power is too strong.

Physical Methods of Liquid Dispersion

* Spatulation: use spatula to break up large clumps but not individual particles.
* Sonication: use sound waves to break up aggregates; use either ultrasonic bath or probe.
¢ Dilution: high dilution can aid in dispersion by allowing more space between particles.

* Degaussing coil or heat: can aid in the dispersion of magnetic particles.
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Chemical Methods of Liquid Dispersion

Wetting agents: used to lower surface tension (e.g., hydrophobicity) between diluent (typically
water) and particle (usually nonionic agent).

Surfactants: “Surface active agents” increase the surface charge of the particles in order to
cause them to repel one another so that they remain properly dispersed while in the
suspension. Types of surfactants include:

Anionic: imparts negative charge
Cationic: imparts positive charge
Amphoteric: imparts both negative and positive charges

Nonionic: wets particle without imparting charge

Stabilization by surface charge

Adjustment of pH for surface ionization. Adjusting the pH so that the surface is charged.

— Amine, hydroxyl, and carboxyl groups all adsorb a hydrogen ion below their isoelectric pH
value (obtained via zeta potential analysis) and result in a positive (+) charge on the group.

— Amine, hydroxyl, and carboxyl groups all lose a hydrogen ion above their isoelectric pH
value and result in a negative (-) charge on the group.

— Typically, 2 pH units above or below the isoelectric pH value will result in stabilization.
Stabilization occurs when the zeta potential is at least +30 mV.

Common Ions

— A solution containing a dissolved ion which is the same as one found in the sample's
molecular lattice may help disperse that sample by adsorbing and charging the surface of
the particles. However, be careful for solvation effects.

Multiple-charged Ions

— Forionic particles or particles with polar bonds in water, multiply-charged ions that are not
part of the crystal lattice, may adsorb to give a surface charged with soluble salts.
(Examples: polyphosphates; hexametaphosphate, pyrophosphate, polysilicate ions)

— For nonpolar organic particles in polar organic media, the surface can be charged by
adsorbing a neutral ion-pair. Dissociation then occurs with one part of the ion-pair,
desorbing and leaving a charged particle. (Example: trimethyldodecylamine
hydroxybenzoate dissociates into a quaternary amine(+) and a polar organic acid(-).)

Surfactant Ions which charge the surface

— Organic powders: these can adsorb the organic ion of a surfactant with the inorganic
counter-ion dissolved in solution, allowing the particle to be wetted and charged, thus
repelling each other.

— Organic amines adsorb a hydrogen ion to become positively charged when pH is below the
pKb.

— Organic acids lose a hydrogen ion to become negatively charged when pH is above the pKa.

— Again, zeta potential of + 30 mV is achieved when pH is 2 units above pKa or 2 units below
pKb.
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Steric Stabilization

Best in organic solutions. Can be anionic, cationic, or nonionic dispersants or block copolymers.
Optimal structure has anchor region that adsorbs strongly on the organic solid (example:
alkane chains, aryl groups), and another region that is highly soluble in the liquid (example:
polyethylene oxide chains are soluble in water).

Physical and Chemical Methods of Liquid Dispersion

Usually, the best dispersions are achieved when both methods are employed on a sample. A
combination of wetting the sample with a dispersant followed by spatulation and sonication has
proven to give the best dispersions.

Special cases

Emulsions: special care must be taken when dispersing emulsions. Dispersants and sonication
can cause de-emulsification.

Liposomes: special care must be taken when dispersing liposomes. Dispersants can disrupt the
liposome wall and sonication can rupture the liposome wall.

A Practical Recipe For Liquid Sample Dispersion

Dispersant check: use watch glass/weigh boats to determine which dispersant has the best
interaction with particles.

Wetting: add just enough dispersant or diluent to the sample to form a thick paste.

Spatulate: use spatula, rubber policeman, etc. to mull the sample and the dispersant into a
paste.

Add diluent: add diluent to form a slurry.

Optical check: use a microscope to visually check the status of the dispersion. If the dispersion
appears incomplete, then either try another dispersant or add more energy to the system
taking care not to disrupt the integrity of the particles.

Add energy to system: use sonication (usually best), stirring, heat, etc., to de-agglomerate
particles.

Check for Stability: Sometimes the sample may re-agglomerate or flocculate over time due to
dilution, change in pH, ionic concentration, or improper dispersant. If this happens, we say the
dispersion is not stable. Puffy, loosely held “flocs” may be analyzed with good results if there is
enough shear from the pump or circulating system to separate the particles. Tightly held
“flocs” or “re-agglomerates” may need more energy added to the system; to be dispersed with
a different dispersant; or put under different conditions such as change in pH, ionic
concentration, etc. Adsorbing polymers onto the surface can help stabilize the dispersion.

Sampling: While adding sample to the sample vessel, always try to obtain a representative
sample with each addition. A stir bar or pipette aspiration can be utilized while sampling in
order to keep particles suspended.
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Solid Sample Dispersion

Solid sample dispersion is an attempt to disperse a dry powder with the intent of suspending it in
air. As previously mentioned, dry powders encounter problems with solubility, reactivity and
suspendibility, when suspended in liquid media. Due to these problems, analysis of dry systems is
quite often preferred. In many instances, selection of solid sample dispersion is dependent on the
end use of the product. For example, particle size measurement of flour must be carried out using a
dry system, hence requiring solid sample dispersion. Dry powders that are free flowing, anti-caking
and anti-clogging require no external dispersion aids. However, if these conditions do not hold true,
external dispersion aids (additives that have a much lower or distinguishable size from sample) such
as fumed silica (size ~1 nm), tricalcium phosphate, and carbon black are available. Fumed silica,
when added to particulate systems (0.5-1 wt%), can help the flow of the dry powder because of its
“ball-bearing” effect. The same mixing ratio (0.5-1%) can be used for tricalcium phosphate. Also, its
overall effect on particle size measurement can be negligible. Sometimes, anti-static aids such as
sprays and a static bar are needed to eliminate static charges.

Diluent Selection

Consider Solvation Effects

¢ If the sample dissolves, it may be necessary to use a saturated solution to perform the
measurement.

¢ If the sample does not dissolve, then this may be a good diluent.

Consider Other Effects

¢ Does the diluent react chemically with the sample to alter the sample?

¢ Does the diluent react physically with the sample to cause agglomeration, flocculation,
aggregation, clumping, etc.?

* Does the sample shrink or swell in the proposed diluent?

Consider the Effects the Diluent Has on the Sample's Suspension Fluid

* Does the diluent react chemically with the sample's suspension fluid?

* Does the diluent and the sample's suspension fluid act together to cause agglomeration,
flocculation, aggregation, clumping, etc.?
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Consider Characteristics of the Diluent

Viscosity:

1. Too high:
* Entraining of bubbles
* Inadequate sampling of particles due to slow movement of diluent
* Pump may work too hard

* Difficult to disperse sample in diluent properly

2. Too low may cause formation of explosive mixture of air and vapor

Active life:

1. Will the diluent absorb unwanted water?
2. Will the diluent allow growth of bacteria, yeast, etc. (may use preservatives)?

Reactivity:
1. Will the diluent degrade the instrument's polyethylene fill and waste tanks over time?

2. Will the diluent degrade the instrument's stainless steel fill and waste tanks over time?

3. Will the diluent degrade any wetted materials in the instrument?

Purity:
1. Is the diluent chemically pure?
2. Isthe diluent free of interfering particles? (If not, filtering may be appropriate.)

Refractive Index:

Is the R.1. of the diluent the same or very close to that of the sample? If so, the instrument may not
be able to see the sample.

Color:

1. If the color of the diluent is similar to the color of the laser, the instrument may not be able to
see the sample.

2. If the color of the diluent causes the sample to be too opaque, the instrument may not be able
to see the sample.
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APPENDIX C

Optical Models

—

Introduction

The Fraunhofer optical model preprogrammed in your system is a general optical model that can be
used for any sample (and suspension fluid) on the LS 13 320.

The LS 13 320 also lets you make optical models using the complete Mie theory of the scattering of
light by spherical particles. The Mie theory takes into account the complex refractive indices of
both the particles and the suspension fluid. For particles larger than 100 microns in diameter, the
Fraunhofer model will produce results almost identical to those obtained with an optical model
generated for the material and fluid. Between 10 and 100 microns, the difference will be observable
but slight, and is generally considered negligible. If a sample contains a significant fraction of
material below 10 microns, however, the correct optical model will produce significantly more
accurate size distributions than the Fraunhofer model.

Please note that for an optical model to be “correct”, the model must match the sample. Since the
Mie theory assumes spherical particles with a homogeneous refractive index, if a material deviates
significantly from these conditions (for example needles or rods, or birefringent materials), the
resulting size distribution may not be accurate.

Refractive Index

The complex refractive index consists of a real part and an imaginary part. The real part is what is
generally thought of as the refractive index; the imaginary part represents the absorption
coefficient of the material. The real part of the refractive index of most samples and suspension
fluids are listed in reference books such as the Merck Index or the CRC Handbook of Chemistry and
Physics. This number must be known to within 0.01 to 0.03 units. The real part of the refractive
index for most samples ranges from 1 to 3; the real part for most suspension fluids ranges from
1to 2.

The imaginary or absorptive part of the refractive index for a sample is hard to find in any reference.
Use the guidelines below to enter the imaginary part of the refractive index. This does not affect the
results substantially unless the value of this parameter changes by a factor of greater than
approximately 3.

Guidelines to use as an estimation of the imaginary part of the refractive index:

* White or transparent powders - 0 to 0.1
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¢ (Clear materials, glass, clear polymers - <0.001

* Latex, translucent materials, quartz, polymer resins, crystallization processes - <0.01
¢ Lightly colored translucent material - 0.01 to 0.1

* Gray or lightly pigmented materials, metal oxides, highly-colored materials - 0.1 to 1

¢ Black or highly pigmented materials, metallic particles, carbon black (imaginary values for
metals are similar in magnitude as the refractive index) - 1 to 10

Extended Optical Model

Although refractive indices are generally wavelength dependent, only use this option in the rare
cases when the wavelength dependence of the refractive index is large, such as with colored
pigments and toners.

Creating an Optical Model

To make an optical model:

1 ”([?_']| Run and select Make Optical Model.

Make Optical Model x|
File name: I 1k [ Dy Poweder Module K

Cormment: I
Cancel
[ Extended Optical Model [PIDS]
Fluid F.I. Sample R.I. R.l. Table...
Real Real Imaginary
[1.333 16 fo

IMPORTANT Clicking the R.I. Table button will open the Refractive Index table.

Clicking on the Dry Powder Module check box will disable the Extended Optical Model (PIDS) and
will switch to the .rff file name extension.

2 Enter a name for the optical model in the File name field.

3 Enter any description about the Optical Model in the Comment field.
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4 if using PIDS, check the Extended Optical Model (PIDS) box.

Make an Optical Model [E|
File name: || 1fd oK
Comment; |

Cancel

[ Esxtended Optical Model [PIDS)

Fluid Fi.1. Sample I Rl Table... |
Beal Real Imaginary
0 16 o

5 Enter the real part of the refractive index for the fluid (suspension fluid). See Table 1. If the
Tornado DPS is being used, enter 1 in this field.

6 Enter the real and imaginary parts of the refractive index for the sample to be analyzed.
A

An optical model can also be created from the RunFile menus or during the creation of a Standard
Operating Method (SOM).

Creating an Optical Model from the RunFile Menu

From the RunFile menus:

1 ”?_'] | Analyze.
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2 T compute Sizes. The Select Optical Model dialog is displayed.

Select Optical Model

Sample Infa

16071045302 A
Bl '
0160 LM PSL

LOT#25542 ADDED 1.5 ML OF SAMPLE b

Cptical Model

*if #20d

FIGMEMTE.rf7a0d A Caticel
POLYURE.ff7204 —_—
PPGOFFE0d
PPGO o720 et |nfo...
ze0.1ffald e

OF.

b New Maodel...

0ld kodel;

pslifFa0d e-factar: |1

v |nchide PIDS data

[ Subricran-only

3 B the New Model button to display the Make Optical Model dialog. Follow steps 2 through 6
above under Creating an Optical Model.
A

Creating an Optical Model through SOMs

In step 4 of the SOM creation you're given the option to select an optical model. This is similar to
creating an optical model from the RunFile menus. Once you select Optical Model the dialog box
Make Optical Model is displayed. Follow steps 2 through 6 above under Creating an Optical Model.

Optical models are files that are saved in the “opmodels” folder under the LS 13 320 main folder.
These files use extensions that indicate the type of analysis that the model is to be used for. All
optical model files used with LS 13 320 benches that are equipped with the 750 nm laser use a file
extension that begins with the characters “rf” while benches equipped with the 780 nm laser will
use the file extension “rf780”. The last character of the optical model file extension uses the
following identification:

z =analyses that do not use PIDS
d = analyses using PIDS

f = analyses using the Tornado Dry Powder System
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Statistics

The LS13 320 program calculates a number of statistical quantities to characterize the particle size
distribution. The statistics are calculated as they would be for a frequency distribution, with the
volume percent (or surface area percent or number percent) in a certain size channel being
analogous to the frequency of occurrence of a certain value.

Size channels in the LS 13 320 are spaced logarithmically, and are therefore progressively wider in
span toward larger sizes. Statistical calculations are made based on the logarithmic center of each
channel.

Statistics can be calculated either arithmetically or geometrically (logarithmically); that is, the
statistics are based on either the value of a channel center or the logarithm of that value. Arithmetic
statistics are more appropriate for particle size distributions that are similar to a Gaussian, or
normal distribution. Geometric statistics are more appropriate for particle size distributions that
are closer to log-normal. A log-normal distribution is symmetrical when plotted on a logarithmic
size scale.

The statistical formulas used by the LS 13 320 software, and a brief description of each, are
presented in the next sections.

User-Defined Mean

There are two general formulas for the user-defined mean diameter D(p,q), one for arithmetic
means and one for geometric means. These functions allow you to view one type of weighted
distribution while obtaining a mean normally displayed only with another weighting. For example,
the surface-area weighted arithmetic mean diameter can be available when you are viewing a
volume weighted distribution. You can also define weightings other than the three standard ones.
The definitions are:

for p = q (arithmetic mean diameter), and

E”f)‘}o ﬁ]

Rl

for p = q (geometric mean diameter),

Where:
xi = the channel center

ni = the percentage of particles in the i'th channel
If D(p,q) is chosen in the Size Statistics Preferences dialog box, and integer values for p and q are

entered in the provided fields, D(p,q) will appear with other statistics when Analyze, Statistics is
chosen.
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The mean diameters (m.d.) represented by some choices of p and q are shown in Table C.1, along

with the LS 13 320 software equivalent.

Table C.1
D(p,q) Standard Name (LS 13 320 Program Equivalent)
D(0,0) Geometric mean diameter (Geometric mean size in Number % mode)
D(1,0) Arithmetic mean diameter (Arithmetic mean size in Number % mode)
D(2,2) Surface weighted geometric m.d. (Geometric mean size in Surface Area % mode)
D(3,2) Surface weighted m.d. (Arithmetic mean size in Surface Area % mode)
D(3,3) Volume-weighted geometric m.d. (Geometric mean size in Volume % mode)
D(4,3) Volume weighted m.d. (Arithmetic mean size in Volume % mode)

The default mean value in the LS 13 320 output is D(4,3).

Median and Mode

Median

The median is the particle diameter at which half of the distribution (half of the volume percent,

surface area percent, or number percent) is larger and half is smaller.

Mode

The mode is the value that occurs most frequently in a set of data. The value of the mode
corresponds to the channel center with the maximum volume percent, surface area percent, or

number percent, depending on the weighting chosen.

Characterizing the Distribution

The variance, standard deviation, coefficient of variation, confidence limits, skewness and kurtosis
characterize the shape of the particle size distribution. A normal distribution is symmetric in shape
in a linear horizontal axis and a log-normal distribution is symmetric in shape in a logarithmic
horizontal axis. Many statistical measurements use the normal curve or log-normal curve as a

reference.

Variance

The variance is defined as:

Arithmetic

e
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Geometric

[l -]

—h

Where fi = bin height.

Standard Deviation

The standard deviation, SD, is the square root of the variance:

Arithmetic

Geometric

Coefficient of Variation

The coefficient of variation, CV, is the standard deviation divided by the mean. It relates the breadth
of the particle size distribution (in percentage) to the mean about which it is measured. The CV's
utility is in measuring relative variation as opposed to absolute variation.

_8D*"100%
x

cV

Skewness

Skewness, g1, is the degree of distortion from symmetry of a distribution. Both the degree and
direction of skewness may be determined from the following equations:

Arithmetic
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Geometric

e Ek—ﬁn){; —]11}:”
b ImsDfxf

When a distribution is perfectly symmetrical, the values of mean, median, and mode coincide.
Under these circumstances, the coefficient of skewness equals zero (g1 = 0).

For right-skewed distributions, the mainly larger values increase the value of the mean, while the
value of the mode is unaffected and the skewness coefficient is positive (g1 > 0).

For left-skewed distributions, the mainly smaller particles reduce the value of the mean, while the
value of the mode is unaffected and the skewness coefficient is negative (g1 <0).

Kurtosis

Kurtosis, g2, is a measure of the peakedness of a distribution. It is calculated by determining
moments about the mean from the following equation:

Arithmetic

Geometric

flj'uxf = 1,?]'
% :EEISD]‘E: s

The normal, or Gaussian, distribution is the standard against which the peakedness of other curves
is measured. A normal distribution is referred to as mesokurtic (g2 = 0).

If the distribution has a higher, sharper peak than the normal curve, then it has a larger degree of
kurtosis and is termed leptokurtic (g2 > 0). In a leptokurtic distribution most of the particle sizes are
close to the mean size.

If the distribution has a lower, broader peak than a normal curve, then it has a smaller degree of
kurtosis and is termed platykurtic (g2 < 0). In this type of distribution, the particle sizes are more
widespread.



APPENDIX D

Troubleshooting

g—

Background

The background flux pattern can offer information about the cleanliness and integrity of the
diluent. It is good practice to become familiar with this flux pattern. Figure D.1 is an example of a
good background pattern.

Figure D.1 Normal Background
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Detector Number

If the current background flux pattern is higher in any channel by a factor of two, the cause should
be determined and remedied before running further samples. Figure D.2 and Figure D.3 are
examples of bad backgrounds and their causes.
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Background
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To check the background flux pattern on a sample run:

—

Jﬂ | View.

N

Jﬂ | Intensity.

w

Jﬂ| Graph > Background (Flux).

Figure D.2 Background Showing the Presence of Bubbles
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Troubleshooting High Backgrounds

Figure D.3 Background Showing the Presence of Contaminants
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Troubleshooting High Backgrounds

If the background intensity is too high, you need to determine the reason for the high background.
After making a diagnosis and performing the appropriate corrective action, you will need to check
the background again to verify if the problem is solved. Use the following diagram as a guide in
checking the background.
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Reference Background Set-Up

D-4

Backgrounds are an integral part of a particle size analysis to obtain correct and accurate results.
This document will guide you through the necessary steps to set up a reference background that can
be used to compare the background on a new analysis as it is taking place. This side-by-side
comparison will allow you to determine if the background on an analysis being done is within an
acceptable range.

NOTE A reference background file is linked to a specific optical bench (serial number) and sample module
being used. This means that a reference background obtained from one optical bench cannot be used on
a different optical bench. Likewise, a reference background obtained on an MLM cannot be used on an
ULM, etc.
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Reference Background Set-Up

Part 1 - Setting Up a Reference Background

An acceptable reference background will be one that is within the recommended flux intensity.
These values are:

*  2.5x106 for either channel 1 or 2

*  2.0x106 for the sum of channels 10 to 40

* up to 20 for the highest channel between 95 and 126

1 Thoroughly clean the optical system and fill with clean diluent.

2 Select Run > Run Cycle.

Universal Liquid Module Run Cycle ﬂ
New 3 ample | [T RepeatCycle [ Include PIDS data Start

Clear Al |

[ Auta Rinse

_Canca |
[ De-bubble
_opions. |

Cancel

v Measure Offsets Mot et
. Optiohz...
v align 07 19.Jul 2002

v teasure Background Mat et

¥ Measure Loading [by Standard Obscuration)]

W Enter Sample Info Sample Irfio... |
¥ Enter Bun Settings Run Settings... |

Iw Start Fun(z]
[ Auta Rinse
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3 select all options as shown in the figure above.

Universal Liquid Module Run Cycle Options
Fepeat Cycle
[ Fun Contral 5 ample I Defaults | Ok,
£ Hours]
Ewemny |'| & Dayls) _Eu:ulu:ur... | Cancel
Comment: I
— Sample Loading Options
Meazure Offzets for |60 seconds * By standard Obscuration

Evey IED L EEES i~ By Obscuration Iﬁ i

£ By FIDS Obscuation |45 | %

Measure Alignment

& Auto i I
S Every IT irtes i~ By S ample Weight I} arans
" By Sample Yolume IEI il

[~ Enable Auto-Dilution

teazure Backgrounds far IEEI zecondsz

[T | Show Beference Backgraund

L4151 3320 calfles = BRONN0N $L5
[file does not exist]

Auto Rinse: Cirair For |1 5  zeconds

Fepeat |3 times

Mew Reference Background... |

4 From the Run dialog select Options to display the Run Cycle Options dialog screen.
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Reference Background Set-Up

5 IntheRun Cycle Options page ensure that the box for Show Reference Background is not checked

if there is a loaded background file. (If no background file is loaded the screen will appear as
shown in the figure below.)

Universal Liquid Module Run Cycle Options

r

L-amrmeeTits

a. Select 60 sec for Measure Offsets.
b. Select 60 sec for Measure Backgrounds.
¢. Then click OK.
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” o«

Under Run Settings ensure that “Compute Sizes”, “Save File” and “Print
Report” are NOT selected, as shown in the figure below.

Universal Liquid Module Run Settings x|

Diffraction anly K
Befare first run
|7|_ "l ait for IEI seconds Cancel
Fiun length: IEEI zeconds [T Save &verage of & Funs
Mumber of rums: |-| ™| Brint &werage Feport
= Between mins Pump Speed
= ait for ID seconds |7 ll _I _,,I B3

— After each rin

[T Compute Sizes Fraunhofer fdiodel... |

™| During Fun

[T SaveFile cE20_<BE: <l < File Mame;.. |
[T Export Data T ab delimited [[=L5] Export... |
[ Fiint Feport b deskjet B4l zenes Hepart... |

C:hle13320 Diirectony. .. |

d. Then click OK.

6 When prompted, select a File ID to save the run.

1  After the run is complete select Run Cycle Options from the Run menu.

8 Sselect New Reference Background. Select the file you saved in step 6. This file will be assigned a
new name under the following format:
Filename changes as follows: Z*BKxxxx.$ls. Where * is substituted by the module code (U for

the ULM, A for the ALM, P for the Tornado DPS, and M for the MLM). The last 4 digits of the
optical bench serial number substitute for xxxx.
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Reference Background Set-Up

Part 2 - Using the Reference Background

1 ”ﬁ| Run.

2 ”ﬁ| Run Cycle Options.

3 IntheRun Cycle Options page, select: Show Reference Background. Select the file created under
step 8 above. Click OK.

4 When the software gets to the Background graphics page during measurement there should
now be 2 curves showing. One is the reference curve and the other is the current measurement
labeled “untitled”.

D-9



Troubleshooting
Reference Background Set-Up

D-10



APPENDIX E

Maintenance

—

Cleaning Procedures

It is important that all glass surfaces in your instrument and sample system are clean, as dusty or
coated optical surfaces can cause erroneous results. Some samples or suspension fluids may coat the
inside of the windows of the sample cell(s). If the instrument is in a dusty or smoky environment or
if vapors are present, the lenses and outer surfaces of the windows may become coated. Check the
optical surfaces for cleanliness at least every three months, and clean if needed. Depending on the
environment, cleaning may be required more frequently.

Cleaning Fluids

Beckman Coulter recommends the cleaning solution provided with your instrument to clean the
inner surfaces of the sample modules. Beckman Coulter also recommends LENS CLENS NO. 1 lens
cleaner for cleaning the lenses and sample cell windows.

Cleaning the Lens

High backgrounds or odd backgrounds can indicate dirty lenses. Inspect each lens' surface carefully
with a flashlight for dust, particles or smudges. Only clean a lens when needed. These lenses have a
special anti-reflective coating on them that is easily scratched.
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Fourier Lenses

Fourier Lenses

Use this procedure to clean the upper and lower Fourier lenses, Figure E.1. To clean the Fourier
lenses:

1 ifa sample module is docked, undock it, if not, open the Optical Module's door.

/\ CAUTION

Use lens tissues only once, then discard. Never use silicone-coated, eyeglass lens
tissues to clean lenses. They can leave a film. Wash your hands thoroughly before
cleaning any lens or sample cell window. Do not touch optical surfaces with your
fingers or skin. Body oils are difficult to remove from lenses without harming the
anti-reflective coating.

2 Fold three to four tissues in half.
3 Squirt lens cleaner onto the creased area of the folded lens tissue.

4 Place the lens tissues across the upper Fourier lens, holding the tissue in place with two fingers.
See figure 1.

5 wipe down slowly, keeping the tissues about 3 mm (1/8 in.) below the evaporation line formed.
6 Discard the used lens tissue.

7 Repeat steps 2 to 6 to clean the lower Fourier lens.

/\ CAUTION

If the lens or soft anti-reflective coating is scratched, the lens must be replaced.
Call your local Beckman Coulter Representative.

8 carefully inspect the lens' surface for cleanliness by shining a bright light on it and looking at
the surface from all angles.

9 Dock the sample module back into the instrument.
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Fourier Lenses

10 select the Measure Offsets, Auto-align and Measure Background functions in the Run Cycle

dialog box before running your next sample.
A

Figure E.1 Fourier Lens Location and Cleaning Technique

Upper Fourier
Lens

Lower Fourier
Lens

Projection Lens

Use this procedure to clean the projection lens, Figure E.2.

1 ifa sample module is docked, undock it, if not, open the Optical Module's door.

/\ CAUTION

Use lens tissues only once, then discard. Never use siliconecoated, eyeglass lens
tissues to clean lenses. They can leave a film. Wash your hands thoroughly before
cleaning any lens or sample cell window. Do not touch optical surfaces with your
fingers or skin. Body oils are difficult to remove from lenses without harming the
anti-reflective coating.

2 Fold two or three lens tissues in half.
3 squirt lens cleaner onto the folded lens tissues.

4 Pplace your finger in back of the lens tissue(s).

5 starting at the outermost edge of the component, wipe in a spiral pattern to the middle. See
Figure E.2.

E-3



Maintenance

Fourier Lenses

E-4

0 Discard the used lens tissue(s).

/\ CAUTION

If the lens or soft anti-reflective coating is scratched, the lens must be replaced.
Call your local Beckman Coulter Representative.

7 carefully inspect the lens surface for cleanliness by shining a bright light on it and looking at
the surface from all angles.

8  Dock the sample module back into the instrument.

9 Select the Measure Offsets, Auto-align and Measure Background functions in the Run Cycle
dialog box before running your next sample.
A

Figure E.2 Projection Lens Location and Cleaning Technique

Projection Lens
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Beckman Coulter, Inc.
Customer End User License Agreement

This Product contains software that is owned by Beckman Coulter, Inc. or its suppliers and is protected by
United States and international copyright laws and international trade provisions. You must treat the
software contained in this Product like any other copyrighted material. This license and your right to use the
Product terminate automatically if you violate any part of this agreement.

This is a license agreement and not an agreement for sale. Beckman Coulter hereby licenses this Software to
you under the following terms and conditions:

You May:
*  Use this software in the computer supplied to you by Beckman Coulter;
*  Maintain one copy of this software for backup purposes (the backup copy shall be supplied by Beckman
Coulter);
*  After written notification to Beckman Coulter, transfer the entire Product to another person or entity,
provided you retain no copies of the Product software and the transferee agrees to the terms of this
license agreement.

You May Not:
*  Use, copy or transfer copies of this Software except as provided in this license agreement;
o Alter, merge, modify or adapt this Software in any way including disassembling or decompiling;
* Loan, rent, lease, or sublicense this Software or any copy.

Limited Warranty

Beckman Coulter warrants that the software will substantially conform to the published specifications for the
Product in which it is contained, provided that it is used on the computer hardware and in the operating
system environment for which it was designed. Should the media on which your software arrives prove
defective, Beckman Coulter will replace said media free of charge within 90 days of delivery of the Product.
This is your sole remedy for any breech of warranty for this software.

Except as specifically noted above, Beckman Coulter makes no warranty or representation, either expressed
or implied, with respect to this software or its documentation including quality, performance,
merchantability, or fitness for a particular purpose.

No Liability for Consequential Damages

In no event shall Beckman Coulter or its suppliers be liable for any damages whatsoever (including, without
limitation, damages for loss of profits, business interruption, loss of information, or other pecuniary loss)
arising out of the use of or inability to use the Beckman Coulter Product software. Because some states do not
allow the exclusion or limitation of liability for consequential damages, the above limitation might not apply
to you.

General

This agreement constitutes the entire agreement between you and Beckman Coulter and supersedes any prior
agreement concerning this Product software. It shall not be modified except by written agreement dated
subsequent to the date of this agreement signed by an authorized Beckman Coulter representative. Beckman
Coulter is not bound by any provision of any purchase order, receipt, acceptance, confirmation,
correspondence, or otherwise, unless Beckman Coulter specifically agrees to the provision in writing. This
agreement is governed by the laws of the State of Florida.
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