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Warranty and Returned Goods Requirements

All standard Beckman Coulter, Inc. policies governing returned goods apply to this
product. Subject to the exceptions and upon the conditions stated below, the Company
warrants that the products sold under this sales agreement shall be free from defects in
workmanship and materials for one year after delivery of the products to the original
Purchaser by the Company, and if any such product should prove to be defective
within such one year period, the Company agrees, at its option, either (1) to correct by
repair or at the Company’s election by replacement, any such defective product
provided that investigation and factory inspection discloses that such defect
developed under normal and proper use, or (2) to refund the purchase price. The
exceptions and conditions mentioned above are as follows:

a. Components or accessories manufactured by the Company which by their
nature are not intended to and will not function for one year are warranted
only to reasonable service for a reasonable time. What constitutes a
reasonable time and a reasonable service shall be determined solely by the
Company. A complete list of such components and accessories is maintained
at the factory.

b. The Company makes no warranty with respect to components or accessories
not manufactured by it. In the event of defect in any such component or
accessory, the Company will give reasonable assistance to Purchaser in
obtaining from the manufacturer’s own warranty.

¢. Any product claimed to be defective must, if required by the Company, be
returned to the factory, transportation charges prepaid, and will be returned
to Purchaser with transportation charges collect unless the product is found
to be defective, in which case the product must be properly decontaminated
of any chemical, biological, or radioactive hazardous material.

d. The Company shall be released from all obligations under all warranties,
either expressed or implied, if any product covered hereby is repaired or
modified by persons other than its own authorized service personnel, unless
such repair by others is made with the written consent of the Company.

e. If the product is a reagent or the like, it is warranted only to conform to the
quantity and content and for the period (but not in excess of one year) stated
on the label at the time of delivery.

It is expressly agreed that the above warranty shall be in lieu of all warranties of
fitness and of the warranty of merchantability, and that the company shall have no
liability for special or consequential damages of any kind or from any cause
whatsoever arising out of the manufacture, use, sale, handling, repair, maintenance, or
replacement of any of the products sold under the sales agreement.

Representatives and warranties made by any person, including dealers and
representatives of the Company, which are consistent or in conflict with the terms of
this warranty, shall not be binding upon the Company unless reduced in writing and
approved by an expressly authorized officer of the Company.

Parts replaced during the warranty period are warranted to the end of the instrument
warranty.

Note: Performance characteristics and specifications are only warranted when
Beckman Coulter replacement parts are used.
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Safety Information

WARNING: If the equipment is used in a manner not specified by
Beckman Coulter, Inc., the protection provided by the equipment may be
impaired.

Warning and Caution Definitions

All Warnings and Cautions in this document include an exclamation point, a lightning
bolt, or a light burst symbol framed within a triangle.

The exclamation point symbol is an international symbol which serves as a reminder
that all safety instructions should be read and understood before installation, use,
maintenance, and servicing is attempted.

WARNING: A WARNING calls attention to a condition or possible
situation that could cause injury to the operator.

CAUTION: A CAUTION calls attention to a condition or possible
situation that could damage or destroy the product or the operator’s
work.

When this symbol is displayed in this manual, pay special attention to the specific
safety information associated with the symbol.
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Vi Safety Information

Electrical Safety

To prevent electrically related injuries and property damage, properly inspect all
electrical equipment prior to use and immediately report any electrical deficiencies.
Contact a Beckman Coulter Service Engineer for any servicing of equipment
requiring the removal of covers or panels.

High Voltage

voltage source and that all safety instructions should be read and understood before

This symbol indicates the potential of an electrical shock hazard existing from a high
A proceeding with the installation, maintenance, and servicing of all modules.

Do not remove system covers. To avoid electrical shock, use supplied power cords
only and connect to properly grounded (three-holed) wall outlets. Use only multiplug
power strips provided by the manufacturer.

Disposal of Electronic Equipment

It is important to understand and follow all laws regarding the safe and proper
disposal of electrical instrumentation.

with the Waste Electrical and Electronic Equipment (WEEE) Directive of the

The symbol of a crossed-out wheeled bin on the product is required in accordance
E European Union. The presence of this marking on the product indicates that:

» the device was put on the European Market after August 13, 2005.

» the device is not to be disposed via the municipal waste collection system of
any member state of the European Union.

For products under the requirement of WEEE directive, please contact your dealer or
local Beckman Coulter office for the proper decontamination information and take
back program, which will facilitate the proper collection, treatment, recovery,
recycling, and safe disposal of the device.

Laser Light
This symbol indicates that a potential hazard to personal safety exists from a laser
source. When this symbol is displayed in this manual, pay special attention to the
specific safety information associated with the symbol.
Laser Specifications

Laser Type: Class Il Laser Diode
Maximum Output:11 mW
Wavelength: 670 nm

Beckman Coulter, Inc.




Safety Information vii

Chemical and Biological Safety

Normal operation of the instrument may involve the use of materials that are toxic,
flammable, or otherwise biologically harmful. When using such materials, observe
the following precautions:

» Handle infectious samples according to good laboratory procedures and
methods to prevent the spread of disease.

»  Observe all cautionary information printed on the original solutions
containers prior to their use.

» Dispose of all waste solutions according to your facility’s waste disposal
procedures.

»  Operate the instrument in accordance with the instructions outlined in this
manual, and take all the necessary precautions when using pathological,
toxic, or radioactive materials.

»  Splashing of liquids may occur; therefore, take appropriate safety
precautions, such as using safety glasses and wearing protective clothing,
when working with potentially hazardous liquids.

»  Use an appropriately contained environment when using hazardous
materials.

»  Observe the appropriate cautionary procedures as defined by your safety
officer when using flammable solvents in or near a powered-up instrument.

e Observe the appropriate cautionary procedures as defined by your safety
officer when using toxic, pathological, or radioactive materials.

Note: Observe all warnings and cautions listed for any external devices attached or
used during operation of the instrument. Refer to applicable external device user’s
manuals for operating procedures of that device.

Moving Parts

To avoid injury due to moving parts, observe the following:

»  Never attempt to exchange labware, reagents, or tools while the instrument
is operating.

*  Never attempt to physically restrict any of the moving components of the
instrument.

»  Keep the instrument work area clear to prevent obstruction of the
movement.
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viii Safety Information

Cleaning
Observe the cleaning procedures outlined in this user’s manual for the instrument.
Prior to cleaning equipment that has been exposed to hazardous material:
»  Appropriate Chemical and Biological Safety personnel should be contacted.
e The Chemical and Biological Safety information contained in this user’s
manual should be reviewed.
Maintenance

Perform only the maintenance described in this manual. Maintenance other than that
specified in this manual should be performed only by service engineers.

Important It is your responsibility to decontaminate components of the instrument before
@i requesting service by a Beckman Coulter Service Engineer or returning parts to
Beckman Coulter for repair. Beckman Coulter will NOT accept any items which have
not been decontaminated where it is appropriate to do so. If any parts are returned,
they must be enclosed in a sealed plastic bag stating that the contents are safe to
handle and are not contaminated.

Beckman Coulter, Inc.
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Genomelab Gene Expression
Methods Guide

1.1 Overview

The Biomek® 3000 Gene Expression Suite of Methods is designed to quantitate and
normalize extracted RNA, prepare a reaction plate, and prepare sample and buffer
plates for analysis with the GenomeLab™ GeXP Genetic Analysis System. The
platform for these methods is the Biomek® 3000 Automation Workstation with a
Static Peltier Device, a Shaking Peltier Device and an optional on deck DNA Engine
(PTC-200) Thermocycler.

Three methods make up the Biomek® 3000 Gene Expression Suite of Methods:
e Quantitation and Normalization Method (Section 1.2)
»  Reaction Setup Method (Section 1.3)
» Plate Preparation Method (Section 1.4)

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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1.2  Quantitation and Normalization Method

The Quantitation and Normalization method utilizes either absorbance at 260nm or
sensitive fluorescent dyes to quantitate nucleic acids in a full or partial 96-well plate.
An integrated calculations template provided within the method offers quick
quantitation results for the sample plate, and conversion of this data for
normalization. Other options available in the user interface allow the extraction to be
customized for specific needs. A guide to reagent volume and location is given in the
Quant and Norm Reservoir Volumes step and is based on user defined parameters
from the user interface.

This section of the quick-start guide is divided into the following sections:
»  Materials Required (Section 1.2.1)

e Quantitation and Normalization Method Procedure (Section 1.2.2)

1.2.1  Materials Required

Performing the Quantitation and Normalization method on the Biomek 3000
Workstation requires the following equipment, reagents, labware, and other supplies.

Note: Part numbers are listed in the following sections for convenience. Third party
vendors may change part numbers. Confirm part numbers with the vendor before
ordering.

1211 Equipment

Running the Quantitation and Normalization method requires the following
instruments:

e Biomek 3000 Laboratory Automation Workstation with integrated:
»  Static Peltier Device
»  Shaking Peltier Device
* DNA Engine (PTC-200) Thermocycler (optional)
*  MP200 Tool
e P200L Tool
»  Gripper Tool
» DTX-880 Multimode Detector

*  Microsoft Office Excel

Note: The macro security in Microsoft Excel must be set to Medium or
Low to work with this method. The macro security setting is found on the
Security tab of the Options dialog in Microsoft Excel.

Beckman Coulter, Inc.
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1.2.1.2 Reagents

The following reagents are used in the Quantitation and Normalization method. The
volume of reagent required varies depending on the number of samples processed:

Table 1-1. Reagent Requirements

Reagent Ordering Information
Quant-iT™ PicoGreen® dsDNA Assay Kit Invitrogen, PN P-7589
Quant-iT™ RiboGreen® RNA Assay Kit Invitrogen, PN R-11490

Nuclease-Free Deionized Water

1.2.1.3 Tips and Labware

The following tips and labware are used in the Quantitation and Normalization
method. The quantity of each required depends on the number of samples processed.

Table 1-2. Tip and Labware Requirements

Tips and Labware Ordering Information
Biomek AP96 P250 Pipette Tips, presterile Beckman Coulter, PN 717252
Biomek AP96 P20 Pipette Tips, presterile Beckman Coulter, PN 717255

96-Well Sample Microtiter V-Bottom Beckman Coulter, PN 609801
Thermocycler-Compatible Polypropylene

Plate

24-Position Tube Rack with 1.5 mL (white) Beckman Coulter, PN 373661
Inserts

Diameter Insert, 11mm, White, for 1.5 mL Beckman Coulter, PN 373696
Microfuge Tubes

Polypropylene Tubes with Snap-On Caps, 1.5 | Beckman Coulter, PN 356090

mL

Modular Reservoir, Half Module Beckman Coulter, PN 372709
Modular Reservoir Frame Beckman Coulter, PN 372795
Costar 96-Well Clear Round Bottom Corning, PN 3795
Polystyrene Plate

Corning 96-Well Half Area UV Plate Corning, PN 3679

Greiner 96-Well UV Plate Greiner Bio-One, PN 655801
Greiner CellStar 96-Well Plate Greiner Bio-One, PN 655079

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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1.2.1.4 Other Supplies

The following additional supplies are used in the Quantitation and Normalization
method.

e Calibrated pipettors—P20, P200, and P1000.

* Nuclease-free barrier pipette tips.

e Pipette-aid.

»  Sterile, plugged disposable serological pipettes (5 mL, 10 mL, and 25 mL).

»  Sterile conical tubes, 15 mL and 50 mL (BD Falcon 352095/352073 or
equivalent)

*  RNase ZAP solution, 250 mL bottle (Ambion 9780).
*  RNase ZAP Wipes (Ambion 9786)
«  DNA Away (Molecular BioProbes, cat#7010)

1.2.2 Quantitation and Normalization Method
Procedure
The Quantitation and Normalization method is a Biomek Software method that

guantitates and normalizes nucleic acid samples. To set up the instrument and run the
Quant and Norm method:

Note: Prior to the setting up and running the method, wipe down the instrument,
deck, and tools with RNase zap or DNA Away to ensure work is done in a nuclease-
free environment.

1. Turn on the Biomek 3000 instrument and open Biomek Software.

2. Turn on power to the Shaking Peltier Device and the Static Peltier Device.
3. From the Instrument menu, select Home All Axes.
4

. Open the Quantitation and Normalization method in Biomek Software.

Beckman Coulter, Inc.
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5. Select the Quant and Norm User Interface step (Figure 1-1).

1" Blomek® Software - Quantitation and Mormalization [Revision J]
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Figure 1-1. Quant and Norm User Interface step
6. In System Info, specify whether or not the deck includes an integrated DNA
Engine (PTC-200) Thermocycler.
7. In Sample Plate Info, specify the nucleic acid type: DNA or RNA.
8. In Sample Plate Volume, enter the volume of sample in the sample plate in pL.
9. In Start Column, specify the first column that contains samples.

10. In Stop Column, specify the last column that contains samples. The Stop
Column must be equal to or greater than the Start Column and less than or equal
to the total number of columns on the plate (12).

Note: Samples must be contained in adjacent columns.
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11. In Quantitation Plate Info, select to quantitate using fluorescence and configure
the fluorescence options:

Note: The fluorescence option changes between PicoGreen DNA Kit or
RiboGreen RNA Kit, depending on the the sample type selected in Sample
Plate Info.

a. In Sample Volume, enter the volume of sample to transfer to the quantitation
plate.

Note: Choose an appropriate Sample Volume for the quantitation plate
such that the expected concentration falls within the range of the
selected standard curve.

b. In Total Volume, enter the total volume of sample plus diluent to transfer to
each well of the quantitation plate.

¢. Specify the type of standard curve to use, based on information from the Quant
iT RiboGreen or PicoGreen protocols: High Range or Low Range.

Note: Concentrations for the standard curve can be found in the Quant
and Norm Reservoir Volumes step.

OR

In Quantitation Plate Info, select to quantitate using absorbance and configure
the absorbance options:

d. In Sample Volume, enter the volume of sample to transfer to the quantitation
plate.

e. In Diluent Volume, enter the volume of diluent to transfer to each well of the
quantitation plate.

f. Specify the Quant Plate Type:
*  Greiner UV STAR
*  Corning Half Area UV

Note: Atany time, choose the Reset to Default Values to restore all options
in the Quant and Norm User Interface step to the default values:button resets
the Sample Plate volume to 40 uL and the columns to 1-12. The Quantitation
Plate Information is reset to 2 uL of sample, 100 pL total volume, and High
Range standard curve for fluorescence, or 20 puL of sample, 80 pL of diluent, and
Greiner UV STAR for absorbance.

Beckman Coulter, Inc.
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12. Select the Quant and Norm Reservoir Volumes step (Figure 1-2). The
Quant and Norm Reservoir Volumes step provides basic instructions for
preparing the reagents and filling labware for the method.
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Figure 1-2. Quant and Norm Reservoir Volumes step

»

13. If using Fluorescence, prepare all kit reagents as described in the Quant and
Norm Reservoir Volumes step.

a. Prepare a 1X TE buffer solution by diluting the 20X TE buffer solution
included in the kit with nuclease-free water.

b. Prepare the kit standard according to the formulation for the RNA or DNA
standard and place in a 1.5 mL microfuge tube.

c. Prepare the Quant-iT reagent.
14. Add reagents to the half-modular reagent reservoir;

a. Add the volume specified of nuclease-free water to the first column of the
modular reservoir.

b. If using fluorescence, add the volume specified of Quant-iT reagent to the
second column of the modular reservoir. Otherwise, the second column is left
empty.

Note: The Quant-iT reagent is light sensitive and should be kept
protected from light and added just prior to use. For more detailed
information on preparing Quant-iT reagents, refer to the appropriate
Quant-iT protocol.
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15. If using fluorescence, prepare the 24-position tube rack:

a. Place the tube with the RNA or DNA standard in position Al of the 24-
position microfuge tube holder plate.

b. Add the volume specified of 1X TE buffer to a 1.5 mL microfuge tube, and
place the tube in position A2 of the 24-position microfuge tube holder plate.

c. If running DNA samples, place an empty 1.5 mL microfuge tube in position
B1 of the 24-position microfuge tube holder plate for use during the method.

Beckman Coulter, Inc.
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16. Load the labware and tips on the deck of the Biomek 3000 workstation according
to the deck layout shown in Figure 1-3 below for fluorescence or Figure 1-4 for
absorbance.

Note: The deck layouts shown below are with an integrated thermocycler.
However, labware is placed in the same positions when running on a deck
without an integrated thermocycler.

“ ﬂtandards Platel

Position Labware Name Labware Type
Tool Rack MP200 Tool
P200L Tool
Gripper Tool

Pelt96 1 Quantitation plate Greiner UV Star

(Static Peltier) (Quant Plate) (GLx_Greiner96Flat)

P1 Reagent reservoir (Reservoir) Half Modular Reservoir
(GLx_ModularReservoir_Half)

P2 Sample Plate stacked on Plate Holder | BCl VV-Bottom Thermo Plate on
Costar Round Bottom Plate
(GLx_BCI_V_thermo96 on
GLx_Costar96Roundps)

P3 Standards Tubes Microfuge tube rack
(GLx_SmallTuberack _Microfuge)

P4 Standards Plate Greiner UV Star
(GLx_Greiner96Flat)

ML1 Normalization tips (Norm Tips) AP96 P20 tip box
(GLx_AP96_20uL)

ML2 Reagent Tips AP96 P200 tip box
(GLx_AP96_200uL)

ML3 Quantitation tips (Quant Tips) AP96 P20 tip box
(GLx_AP96_20uL)

Figure 1-3. Deck layout for Quant and Norm method (fluorescence)

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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Peltgs_1

P11

Resery oir

P2

Cuant Plate

Beckman Coulter, Inc.

Position Labware Name Labware Type
Tool Rack MP200 Tool
P200L Tool
Gripper Tool
P1 Reagent reservoir (Reservoir) Half Modular Reservoir
(GLx_ModularReservoir_Half)
P2 Quantitation plate (Quant Plate) | Greiner UV Star
(GLx_Greiner96Flat)
OR
Corning Half Area UV Plate
(GLx_CorningUV_Halfwell96)
P3 Sample Plate stacked on Plate BCI V-Bottom Thermo Plate on
Holder Costar Round Bottom Plate
(GLx_BCI_V_thermo96 on
GLx_Costar96Roundps)
P4 Normalization plate (Norm Plate) | BCI V-Bottom Thermo Plate on
stacked on Plate Holder Costar Round Bottom Plate
(GLx_BCI_V_thermo96 on
GLx_Costar96Roundps)
ML1 Normalization tips (Norm Tips) | AP96 P20 tip box
(GLx_AP96_20uL)
ML2 Reagent Tips AP96 P200 tip box
(GLx_AP96_200uL)
ML3 Quantitation tips (Quant Tips) AP96 P20 tip box

(GLX_AP96_20uL)

Figure 1-4. Deck layout for Quant and Norm method (absorbance)
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- 17. Click Run on the toolbar to start the method. The GenomeLab splash screen
displays briefly, then Deck Confirmation appears (Figure 1-5).

Note: The Deck Confirmation prompt may differ from the one shown below,
depending on the options selected in the Quant and Norm User Interface step.

Biomek® Software

ToolRackiripper
= h

Reservoir - o pptandards Tubes| g
GLx_ModularRese

Morm Tips - uant Tips -
l5ample Plate - [lstandards Platel I P.Pgﬁ 200l Lx P.PQ% 200L
KoLx BCI_W_thel

L:_Greiner 6F

ent Tips -
AP9E_Z00uL

Quant Plate - 1
GLx_Greiner36F]

The pod should have no tool loaded.

Does the Biomek® Software deck match the above layout, including the labware and their locations?

If yes, choose QK to continue the method.
If ho, choose Abort to stop the method.

Abart |

050852007 35645 PM

Figure 1-5. Deck confirmation prompt for Quant and Norm method

18. Confirm that the deck and labware are set up as shown in Deck Confirmation.

19. Choose OK to accept the deck confirmation and continue with the method.

Note: If the physical deck does not match the deck shown in Deck Confirmation
exactly, either modify the physical deck to match the deck shown in the prompt,
or choose Abort in Deck Confirmation.

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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20.

21.

22.

23.

24.

Beckman Coulter, Inc.

The method runs until the quantitation is complete. At the completion of
quantitation, a Pause message is displayed with instructions to refresh the
labware and reagents on the deck and to read the quantiation plate at an off-deck
DTX 880 Multimode Detector.

Note: Quantitation takes approximately 18 minutes for a full plate using
fluorescence, or 8 minutes for a full plate using absorbance.

Biomek® Software

1. Remove Quant Flate and AMA Standard Plate from the Deck. (These plates will MOT go back on
the deck].

2. Place a Morm Plate on top of the Plate Holder on the deck at position P2

3. Read Quant Plate and Standards plate in the DT*8E0 using the Fluorescein Top Read [36)
protocol. Export Data into .sml format, and save these files in a known location.

4. Once completed, Click '0OK" to launch the Quantitation and Normalization Calculations Template.

Abort |

04/23/2007 3:59:05 Ak

Figure 1-6. Pause message to read plates (fluorescence)
Remove the Quantitation Plate and Standards Plate (for fluorescence) from the
deck. These plates will not be placed back on the deck.

If using fluorescence, place a Normalization Plate (96-Well Beckman
Thermocycler Plate) on top of the Plate Holder at position P2.

Read the Quantitation Plate and Standards Plate (for fluorescence) with the DTX
Multimode Detector and Multimode Software, using the appropriate protocol:

e fluorescence—Fluorescein Top Read (96)

» absorbance—Basic Absorbance DNA Quantitation (96)

Note: If necessary, tap the plate to collect any liquid on the side of the wells,
and use a clean pipette tip to remove any lint or bubbles from the wells of the
plate.

Note: If using a plate reader other than the DTX 880 Multimode Detector, use
the Quant Plate.xml file located in the GeXP Common Files folder on the
desktop to convert raw data to the appropriate format.

In Multimode Software, export the data from the measurement(s) to an XML file
and save in a known location.
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25. Once the XML files are saved, close them and choose OK in the Biomek
Software prompt to launch the Quantitation and Normalization Calculations
Template. The template opens to the Data Import tab (Figure 1-7). The Data
Import tab includes areas for quantitation plate and standard curve data, input for
normalization volume and concentration, and a list of Biomek variables

Note: Make sure the XML files are closed before choosing OK, or an error
occurs in the method.

Note: Depending on the macro security settings in Microsoft Excel, a security
prompt may appear. Select Enable Macros and choose Yes when asked to
open as a read-only file.

Note: The Biomek Software method pauses until a normalization file is
exported. A reminder prompt appears periodically in Biomek Software.

=
3 Microsoft Excel - Genomelab Quantitation and Normalization Calculations Template.xls [Read-Only]

i3] Fle Edt Wew Insert Fomat  Jools Data Window Help  Adobe FOF Type aquestion for help = L @ X
EN=N REYEENEY Rl <N NN R SRR R 1 AN LN |

: Al 212 | B T U= =8 % o 5 0 e |

el Al -

K17 - &
Als ] © 0D [ E [ F [T &6 T H [T T T J | L [ ] N ] P [ o [rR] %

1 GenomelLab Quantitation and Normalization Calculations Template

4 | 1.Import Quantitation Plate Data from DTX i (B (il Biomek Variables
=
5 | 1 2 3 4 5 & 7 3 [ 10 11 12 Variable Name
EA K FALSE
| & | 2 ABS Sample Valume 20
| 9 | 3 ABS Diluentvaolume 80
|10 | 4 Fluoresence TRUE
| 11| & FLUD Total Yolume 100
12| | & FLUG Sample Yolume 2
13| | 7 DNA FALSE
4] |8 RNA TRUE
| 15 | DatefTirme of DT quant Plate read: High Cone Curve TRUE

16 Low Cone Curve FALSE
17| 2. Import Standard Curve Data I _I Half Area Plate FALSE
|18 | Maormal LY Plate TRUE

19 1 2 Start Column 1
— Click this kutton, and locate the xml
| A Impart Standard Curve file that contains the standard curve Stap Column 12
‘|| B Sarmple Plate Valume 40
Bl

E ]

EApis

| 25 | DateiTime of DTX Standard Curve Read:

| 26 | 3. Enter Volume and Concentration for Normalization:

27 | Volume ulL

28| Sample Plate Information Concentration ng/ul

| 29 | Highest Well Conc | #DMNWOL ngful

| 30 | Lowest Well Cone #OMWOL ngful

| 31| Average of All' Wells | #0000 ngful o oL ; "

= Sample Volume Lef NN = Skip Wells ¢ Continue with Mormaliz ation of low wells
Ed

3|

35| 4.Export Normalization CSV file: Syt (Dt i Bttt

95 | Aoy of this spresdshest is crested for your recors upon export

Eva ~
W < v Wl Template Instructions ), Data Import N0 ym e e i |¢ 3|
Ready UM

Figure 1-7. Quantitation and Normalization Calculations Template

26. In Import Quantitation Plate Data from DTX on the calculations template,
choose Import DTX Data. Open appears.

27. Browse to and select the XML file containing the data from the quantitation plate
and choose Open. The values from the quantitation plate data file fill in the plate
values in the calculations template.

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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28.

29.

30.

31.
32.

33.

34.

35.

36.
37.

38.
39.

Beckman Coulter, Inc.

If using fluorescence, in Import Standard Curve Data, choose Import
Standard Curve. Open appears.

Browse to and select the XML file containing the data from the standards plate
and choose Open. The values from the standard curve data file fill in the values
for the standard curve in the calculations template.

If using absorbance, in A260 Blank, enter the average value of blank wells read
using the same microplate type.

Note: An A260 blank can be determined by reading at least one column of
water in a microplate of the same type used for the quantitation plate.

In Volume, enter the desired volume for normalization.

In Concentration, enter the desired concentration for normalization.

Note: Use the data provided in Sample Plate Information to help choose
appropriate values for the normalization volume and concentration. More
complete data can be viewed under the Fluorescence or Absorbance tabs in
the workbook. If using Absorbance, the A280 can be imported to determine
A260/A280 ratios of the samples.

Specify how to deal with wells in which there is insufficient volume remaining in
the sample plate or the concentration is too low:

e Skip Wells — do not transfer any sample or diluent to the
normalization well for that sample

» Continue with Normalization of Low Wells — transfer what is
available of the sample and normalize to the highest concentration and
volume possible

In Export Normalization CSV File, choose Export Data to Biomek. A
prompt to replace normalization.csv appears.

Choose Yes in the prompt asking to replace normalization.csv. Save As
appears.

Browse to the desired location to save the file and enter a name for the file.

The file is saved and Biomek Software continues with the method. A Deck
Confirmation prompt appears.

Confirm that the deck and labware are set up as shown in Deck Confirmation.

Choose OK to accept the deck confirmation and continue with the method.

Note: If the physical deck does not match the deck shown in Deck Confirmation
exactly, either modify the physical deck to match the deck shown in the prompt,
or choose Abort in Deck Confirmation.
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1.3 Reaction Setup Method

The Reaction Setup method generates a partial or full reaction plate containing master
mix, primers and nucleic acids. Additionally, the method has default settings for
producing an assay plate using the GenomeLab™ GeXP Kit protocol and reagents.
Sample RNA concentrations between 5-20ng/pl (total RNA should be 25-100ng) are
recommended for this assay and are dependent upon the gene expression levels
present in the sample. Control template should be diluted to 5ng/ul.

This section of the quick-start guide is divided into the following sections and
appendices.

»  Materials Required (Section 1.2.1)

e Quantitation and Normalization Method Procedure (Section 1.2.2)

1.3.1 Materials Required

Performing the Reaction Setup method on the Biomek 3000 Workstation requires the
following equipment, reagents, labware, and other supplies.

Note: Part numbers are listed in the following sections for convenience. Third party
vendors may change part numbers. Confirm part numbers with the specified vendor
before ordering.

1.3.1.1 Equipment
Running the Reaction Setup method requires the following instruments:
»  Biomek 3000 Laboratory Automation Workstation with integrated:
»  Static Peltier Device
»  Shaking Peltier Device
*  DNA Engine (PTC-200) Thermocycler (optional)
*  MP200 Tool
e P200L Tool
*  Gripper Tool
*  GenomeLab™ GeXP Genetic Analysis System
»  DNA Engine Thermocycler (PTC-200) or equivalent (if not on the deck)

1.3.1.2 Reagents

The following reagents are used in the Reaction Setup method. The volume of reagent
required varies depending on the number of samples processed:

Table 1-3. Reagent Requirements

Reagent Ordering Information

GenomelLab GeXP Kit

Thermo-Start DNA Polymerase ABgene, PN AB-0908/A (with
separate MgCl2)

Nuclease-Free Water, non-DEPC treated Invitrogen, PN 10977-015

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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1.3.1.3 Tips and Labware

The following tips and labware are used in the Reaction Setup method. The quantity
of each required depends on the number of samples processed.

Table 1-4. Tip and Labware Requirements

Tips and Labware Ordering Information
Biomek AP96 P250 Pipette Tips, presterile Beckman Coulter, PN 717253
with barrier
96-Well Sample Microtiter V-Bottom Beckman Coulter, PN 609801
Thermocycler-Compatible Polypropylene
Plate
24-Position Tube Rack Beckman Coulter, PN 373661

Diameter Insert, 11mm, White, for 1.5 mL Beckman Coulter, PN 373696
Microfuge Tubes

Polypropylene Tubes with Snap-On Caps, 1.5 | Beckman Coulter, PN 356090

mL

Arched Auto-Sealing Microplate Lid Biorad, PN MSL-2022
Hard-Shell Thin-Wall 96-Well Skirted PCR | Biorad, PN HSP-9601
Plate

Costar 96-Well Clear Round Bottom Corning, PN 3795
Polystyrene Plate

Costar Thermowell Cap Strips Corning, PN 6556

1.3.1.4 Other Supplies

The following additional supplies are used in the Reaction Setup method.
e  Calibrated pipettors—P20, P200, and P1000.
* Nuclease-free barrier pipette tips.
»  Pipette-aid.

*  Nuclease-free 2 mL Eppendorf Genomic Micro Centrifgue Tubes (VWR
80077-234 or equivalent)

»  RNase ZAP solution, 250 mL bottle (Ambion 9780).
*  RNase ZAP Wipes (Ambion 9786)
»  DNA Away (Molecular BioProbes 7010)

1.3.2 Reaction Setup Method Procedure

The Reaction Setup method is set up specifically for use with Beckman Coulter’s
GenomeLab GeXP kits. However, it is flexible enough to provide support for use with
other applications.

The Reaction Setup method can be set up in two ways:
»  for Gene Expression Kits using default settings.

» for custom applications using custom settings.

Beckman Coulter, Inc.
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To set up the deck and run the Reaction Setup method:

Note: Prior to the setting up and running the method, wipe down the instrument,
deck, and tools with RNase zap or DNA Away to ensure work is done in a nuclease-
free environment.

1. Turn on the Biomek 3000 instrument and open Biomek Software.
2. Turn on power to the Shaking Peltier Device and the Static Peltier Device.

3. Turn on power to the thermocycler, if integrated with the Biomek 3000
instrument.

4. From the Instrument menu, select Home All Axes.

5. Remove the required reagents from the GenomeLab GeXP Kit and thaw on ice
until completely melted.

6. Open the Reaction Setup method in Biomek Software.

7. Select the Reaction Setup User Interface step (Figure 1-8).

GenomelLab~Reaction Setup

by Beckman Coulter, Inc.
Detout Go BT-POA Vluos
itk GalP PR Valuas

Click on a checkbox to ses options avallable for sach selaction.
Labware selections ARE HOT selected with the default buttons.

You have chosen the Default PCR Settings

Daes yous deck have a Thermocycler? = YES © NO
to move to the

Move Sample Plate
Mazter Mix
Prirner

Yoss will run the GeXP PCR hamal cychr progeam

I Labware Selection

B el A ™ Master Mix and Other Reagents
e Acid

Thermocycler I Nuglelc Acld

.

irish I Primer

PTCL
SPalt_1
[Feacion Setup 0K Genome Lat  Bomed 3000 ETC: Go00:02
-

Figure 1-8. Quant and Norm User Interface step

8. Select Default GeXP RT-PCR Values to configure the method to process a
full plate of samples using the GenomeLab GeXP protocol for RT-PCR.

OR

Select Default GeXP PCR Values to configure the method to process a full
plate of samples using the GenomeLab GeXP protocol for PCR.

9. In Does your deck have a Thermocycler?, select the appropriate option: YES
if a thermocycler is integrated on the deck, or NO if the thermocycler is off-deck.

10. If the thermocycler is on deck, select Check the box if you would like to
move to the thermocycler to move the reaction plate to the thermocycler
during the method.

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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11. If moving to the thermocycler, select whether to Run Default Program or
Run Custom Program. Run Default Program runs the default thermocycler
program as specified in the GeXP RT-PCR or GeXP PCR protocol.

Note: If Run Custom Protocol is selected, configure the thermocycler
program by selecting the Configure Custom Program Here step, located
inside the Define Thermocycler Program step (Figure 1-9). Refer to the
Biomek 3000 Thermocycler Device Integration Manual for information on
configuring custom protocols.

E Instructions-Please Read

% Reaction Setup User Interface

% Genomelab GeXP Volume Cal

@ Define Thermocycler Program

& Initialize Thermocycler

Q) Configure Thermo Cyclin
@ Then

B] _onfigure Custy
® bBrd
? GexP Cycling Progre
& 4 degree hold
@ BEnd Procedure

Figure 1-9. Location of Configure Custom Thermocycler Program Here step

Beckman Coulter, Inc.
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12. Choose Labware selection to view the labware selection options for the
reaction plate and nucleic acid source plate (Figure 1-10).

Note: Choose Labware selection again to hide the labware options. The
configuration is maintained, but the dispaly is hidden to conserve space.

GenomelLab~Reaction Setup

by by Beckman Coulter, Inc.
e (W Defire Thermecycler Program I =
tjl - h Confirm Custom Program Dot GaF PCR Visuas
et h Conlirm Labmare Selection Click on o checkbox to ses options avallable for each selaction.

W @ Dufr Labware selections ARE NOT selected with the default buttons.

You have chosen the Default PCR Settings

Daes yous deck have a Thermocycler? = YES © NO
= to move to the

"~ Fun Custom Program
Woss will run the GeXP PCR thermal cycler program

= Labware Selection
Which PCR glite i you uing for you seactbon plate?
¥ BCI 56 well Plate
Hardshal thin wall 36 well skited PCR plate

clesc Acid

W @ Thermocycler
- What stewaee 2 your saurce nuclal achd in?
wr R P 196 well Piate
* Hardahal thin wall 36 well skited PCR plate

T Master Mix and Other Reagents

PTCL
SPalt_1
[Feacion Setup 0K Genome Lat  Bomed 3000 ETC: Go00:02
-

Figure 1-10. Reaction Setup User Interface step with Labware options displayed

T Hucleic Acid

I~ Primer

£ »

13. In Which PCR plate are you using for your reaction plate?, select the
labware type used for the reaction plate:BCI 96-well plate or Hardshell thin
wall 96-well skirted PCR plate.

e The BCI 96-well plate is a VV-bottom microplate and requires that a
Costar U-bottom plate is used as a plate holder. It also must be manually
sealed before moving to an integrated thermocycler.

e The Hardshell thin wall 96-well skirted PCR plate may be moved
directly to an integrated thermocycler and does not require a plate
holder.

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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14. In What labware is your source nucleic acid in?, select the labware type used
for source nucleic acid: BCI 96-well plate or Hardshell thin wall 96-well skirted
PCR plate.

15. If running a custom application, continue configuring options in the Reaction
Setup User Interface step. Refer to Section 1.3.2.1, Setting Up a Custom
Application.

OR
If running a Gene Expression GeXP protocol, select the GenomeLab GeXP

Volume Calculator step. Refer to Section 1.3.2.2, Preparing Reagents Using the
Volume Calculator, for information about using the volume calculator.

1321 Setting Up a Custom Application

To configure the Reaction Setup method to run a custom application (any application
that is NOT Gene Expression):

Note: If any of the following options are changed, the Reaction Setup method is no
longer configured for the Gene Expression protocol.

1. Select Master Mix and Other Reagents to display the master mix options
(Figure 1-11).

Note: Choose Master Mix and Other Reagents again to hide the master
mix options. The configuration is maintained, but the disaply is hidden to
conserve space.

1 Blomek® Software - Reaction Setup [Revisien 2]

Fia D Froect hstumert Coeaton Cptons Hep
D@ S ‘@ & - a
r'j ﬁ I Instroctions-Dleass Raad Labwars selections ARE NOT salected with the default bustens, A
o Srverare. q R o Sebup User Interface ‘You have chosen the Default PCR Settings
i G
m & a Genomelay GaXP Volurme CAul Daes yous deck have a Theimocyelar? = YES T MO
2 efir " - ¥ Check the box if you to move to the
g A Dfire Thirmecycher Prograsr et
tjl - h Confirm Custom Program * Run Custom Program
- X _ Vers will eun the GaXP PCR tharmal cyehie progeam
witted i, | (B Confirm Labware Selection
t""- *“" @ Difiring Patterrs I Labware Selection
..... we | oy Porulate Deck # Master Mix and Other Reagenits
m e @ Popu Whers is your MASTER ME! lacated? In a Plate (designated By Cobumn) or in 2 Tube (designated By File)
3 h @ Settoddegrees  In Plate (By Colernn whing MP200 teol)
e e | @ Creste You meest choosa 1:2 columels) below!
oy # Colume 1 of Mastar Mix plate T~ Colume 2 of Mastar Mix Plats
- Q @ Move Sample Plate Filcolmos 1017 ofmactionplate Filcolemns [ to] ol maction plate
e
; oot | Q) Macter Mix ke [107 L iskme L
‘. ! . ™ In Tubs (By File usiag P20OL taoh)
(R | @ priver Waster Wiz Sl
T e (@ Mcleic Acid
H‘ @ Thermecycler proe |
Pk
1 ‘ Finish T destination of your Masoer Mix wil be determingd by Columars desbgnated by wser, Fiease snsure that all destinations match.
™ Nucleic Acid
I Primer
PTCL
SPek_1
3
Feacton Setup B Genome Lab Bomeka000 _ETC: 0002
e

Figure 1-11. Reaction Setup User Interface step with Master Mix options displayed

Beckman Coulter, Inc.
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2. Select the desired option for master mix:

* In Plate (By Column using MP200 tool) — up to two master mix
solutions are located in the first two columns of a microplate. Configure
Column 1 and Column 2 to specify which columns of the reaction
plate the master mix should be added and the Volume of master mix to
to transfer to each well.

* In Tube (By File using P200L tool) — up to 24 master mix
solutions are located in tubes placed in a 24-position tube rack holder. A
CSV file is used to specify the source position of the master mix,
destination well on the reaction plate, and transfer volume (see
Figure 1-12 for an example file). Choose Browse to browse to and
select the CSV file.

Note: Each master mix tube requires an additional 20 uL of dead
volume. Using tubes also lengthens the method, as a single-probe tool is
used for master mix transfers instead of an 8-probe tool.

" 3
3 Microsoft Excel - MasterMix.csv [Read-Only] r;]@lgl
(3] Fle Edt View Insert Formab  Tools Data  Window Help  Adobe PDF -8 X
NEH 3 FRVE|saB-Flo-0-18 -3 F oo @
; vl -0 -|[Bl7 U|SEE=5 % 0 w8 - A- B
sl

H2 b A
A [ B ] T [ o [T T F T & A TR
| 1 |Mmsource Mhdsrowell Middest Mhidstwell MhVal — Notes

| 2 |Master Mix Al Reaction Plate Al 10 k1 I !
| 3 [Master Mix Al Reaction Plate E1 10 Mh1
| 4 |Master Mix A1 Reaction Plate €1 10 WK1
| 5 [Master Mix Al Reaction Plate D1 10 Mh1
| B |Master Mix A1 Reaction Plate E1 10 k1
| 7 [Master Mix Al Reaction Plate F1 10 Mh1

g |Master Mix Al Reaction Plate G1 10 Mhd1

| 9 |Master Mix Al Reaction Plate H1 10 k1
| 10 [Master Mix Al Reaction Plate A2 10 Mh1
| 11 |Master Mix Al Reaction Plate B2 10 k1
| 12 [Master Mix Al Reaction Plate C2 10 Mh1
| 13 [Master Mix A1 Reaction Plate D2 10 WK1
| 14 [Master Mix Al Reaction Plate E2 10 Mh1
| 15 [Master Mix A1 Reaction Plate F2 10 k1
| 16 [Master Mix Al Reaction Plate G2 10 Mh1
| 17 [Master Mix A1 Reaction Plate H2 10 Mhd1
| 18 |Master Mix Al Reaction Plate A3 10 hhi1 ha
1« v W\MasterMix / < 2l
Ready UM

Figure 1-12. Example .csv file for master mix in tubes
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3. Choose Nucleic Acid to display the nucleic acid options (Figure 1-13).

Note: Choose Nucleic Acid again to hide the nucleic acid options. The
configuration is maintained, but the display is hidden to conserve space.

1" Blomeke® Saftware - Reaction Setup [Revisien 2]
L Istrumert  Cuoscution Options  Help
D@ S ‘@ & - Q

Mo B tretructions-Plesss Read Labware 3e
oy

rovere (G} Rsaction Sehup User Interface You have chosen the Default PCR Settings

E HOT selected with the default buttons.

a Genomel aby GeIP Volume CAOU - gogs yous deck have a Thermocydar? & YES N0

# Check the box if you to move to th

a

Lai e X Dfire Thirmecycler Program
2  Fun Dt Program
rjl B confrm custom Program  Foun Cusdom Prowram

Woss will run the GeXP PCR thermal cycler program

ey
T
-
- . -
witted i, | (B Confirm Labware Selection
=] N @ oefring Pater I Labware Selaction
mebsin S (@ Populate Dedk I Master Mix and Other Reagents
=+ h @ Settoddegress = Nuelslc Acid
i 15 your NUCLEN: ACID SAMPLE separste or incheded in your Mastes Wix?
S  Added to Master Max (i Tuta of Flate]
= =B % Sapaeati 18 & plite) Ds you wist yor NUCLEIC ACID SAMPLE 10 b dispested By Cokemn or By Fila?
b = % By Cokernn (WP200 100l)
Dopn | ©
(=3 sl Swpl1z  Vekme[93 L
— W @ Primer By File (PA00L 10¢l)
"= e | (@) Ml Acid Toghute
L] @ Thermacycler Erawsa.

[ e

The destination of your Nucles: acid wil be determined by the Master Mix destination. Please ensure that all destinations match

I Primer

PTCL
SPalr_1
[Feacion Setup 0K Genome Lat  Bomed 3000 ETC: Go00:02
-

Figure 1-13. Reaction Setup User Interface step with Nucleic Acid options displayed

£ »

4. Inls your NUCLEIC ACID SAMPLE separate or included in your Master
Mix?, select the appropriate option:

e Added to Master Mix (in Tube or Plate) — nucleic acid samples
are included in the master mix solution.

e Separate (in a plate) — nucleic acid samples are stored separately in
a microplate.

Beckman Coulter, Inc.
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5. If nucleic acid samples are Separate, specify whether samples should be
dispensed By Column or By File:

* By Column (MP200 tool) — transfer nucleic acid samples by column
using the MP200 tool. Specify the Start and Stop columns on the
sample plate and Volume to transfer. Nucleic acid samples are
transferred to all columns on the reaction plate which received master
mix.

» By File (P200L tool) — transfer nucleic acid samples to the reaction
plate based on configuration information in a CSV file. A CSV file is
used to specify the source well on the nucleic acid sample plate,
destination well on the reaction plate, and transfer volume (see
Figure 1-14 for an example file). Choose Browse to browse to and
select the CSV file. Nucleic acid samples are transferred to all wells
specified in the CSV file.

=
B Microsoft Excel - SampleTransfer.csv [Read-Only] g
iH] Fle Edt Wew Insert Formast Tools Data Window Help  Adobe PDF -8 x
NEHRSRIVEIALB-Fa-c-8=-3lilllvse @
i Al 10 =B I U|ESEHES % 0 N E DA M
ey

G1 - &
A [ B | ¢ [ o [E] F [

| 1 [Ssource Ssrowsll Sdest Sdstwall | Svol Notes | !

| 2 |Sarnple Plate Al Reaction Plate Al 10 DMA from prep on Monday.

| 3 |Sample Plate B1 Reaction Plate B1 10 DNA from prep on Monday.

| 4 |Sarnple Plate | C1 Reaction Plate ¢1 10 DMNA from prep on Monday.

| 5 |[Sample Plate D1 Reaction Plate D1 10 DNA from prep on Monday.

| B |Sample Plate E1 Reaction Plate E1 10 DNA fram prep on Monday.

| 7 |Sample Plate F1 Reaction Plate F1 10 DNA from prep on Monday.

| 8 [Sample Plata | G1 Reaction Plate G1 10 DNA fram prep on Monday.

| 9 |Sarnple Plate H1 Reaction Plate H1 10 DMA from prep on Monday.

| 10 |Sample Plate A2 Reaction Plate A2 10 DNA from prep on Monday.

| 11 [Sarple Plate B2 Reaction Plate B2 10 DMNA from prep on Monday.
12 |Sample Plate C2 Reaction Plate €2 10 DNA from prep on Monday.

| 13 |Sarnple Plate D2 Reaction Plate D2 10 DMNA from prep on Monday.

| 14 |Sample Plate E2 Reaction Plate E2 10 DNA from prep on Monday.

| 15 |Sample Plate F2 Reaction Plate F2 10 DNA fram prep on Monday.

| 16 [Sample Plate G2 Reaction Plate G2 10 DNA from prep on Monday.

| 17 |Sample Plate H2 Reaction Plate H2 10 DNA fram prep on Monday.

| 18 |Sarnple Plate A3 Reaction Plate A3 10 DMA frorm prep on Monday. ~
1 4 v )\ SampleTransfer / < #]
Ready LI

Figure 1-14. Example .csv file for dispensing nucleic acids by file
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6. Choose Primer to display the primer options (Figure 1-15).

Note: Choose Primer again to hide the primer options. The configuration is
maintained, but the display is hidden to conserve space.

! Biomek® Software - Reaction Setup [Revisien 2]
Fa £t Projct Dstrument Eosuton Cpbons Help

D@ S ‘@ @ - a

Mo B tretructions-Plesss Read Labware 3e
oy

rovere (G} Rsaction Sehup User Interface You have chosen the Default PCR Settings
& seoniab Gar

E HOT selected with the default buttons.

Vohrne CAL  gygn yous deck hiave a Thermocyelar? & YES © HO
# Check the box if you to move to the

a

Lsad Toud v ::I‘r;--:'.---'llnu. Jior Program
oy  Run Dafaut Program
rjl B confrm custom Program  Foun Cusdom Prowram

Woss will run the GeXP PCR thermal cycler program

.
Tt
5
witted i, | (B Confirm Labware Selection
=] N @ oefring Pater I Labware Selaction
mentn S (@D Populate Deck I~ Master Mix and Other Reagents
=+ h @ Settoddegress I Nuelsic Acid
P ek
Jud | = = Primer
= L — T |5 your PRIMER saparate o included in your Master Mix®
[ - = Added to Master Mo (in Tube o Plate)
Depenta | © i ™ Sapaeata (n & Plats)
w Do you want your FRIMER 10 be dispensed By Golumn or By Filg?
@ Primer -
U :

o s () Mucleic Acid

._.‘ @ Thermacycler

[ e

Th: destinsation of your Primer wil b4 determinad by the Master Mix destination. Pleass snsure that s destiratiens match

PTCL
SPalr_1
[Feacion Setup 0K Genome Lat  Bomed 3000 ETC: Go00:02
-

Figure 1-15. Reaction Setup User Interface step with Primer options displayed

£ »

7. Inls your PRIMER separate or included in your Master Mix?, select the
appropriate option;

e Added to Master Mix (in Tube or Plate) — primers are included in
the master mix solution.

e Separate (in a plate) — primers are stored separately in a microplate.

Beckman Coulter, Inc.
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8. If primers are Separate, specify whether primers should be dispensed By
Column or By File:

By Column (MP200 tool) — transfer primers by column using the
MP200 tool. Specify the Start and Stop columns on the primer plate
and Volume to transfer. Primers are transferred to all columns on the
reaction plate which received master mix.

» By File (P200L tool) — transfer primers to the reaction plate based on
configuration information in a CSV file. The CSV file is used to specify
the source well on the primer plate, destination well on the reaction
plate, and transfer volume (see Figure 1-16 for an example file). Choose
Browse to browse to and select the CSV file. Primers are transferred to
all wells specified in the CSV file.

=
B3 Microsoft Excel - PrimerPlate.csv [Read-Only] g
iH] Fle Edt Wew Insert Formast Tools Data Window Help  Adobe PDF -8 x
NEHRSRIVEIALB-Fa-c-8=-3lilllvse @
: vl -0 -|[B|7 U|SE=H5 % 0 w8 oS- A- B
ey
G1 - &
A | B ]| ¢ [ o Je] F e | H [ 7
| 1 [Psource Psrewell |Pdest Pdstwell |Pval | Motes | !
| 2 |Prirmer Plate Al Reaction Plate | Al 0 acgtaaaccyttc
| 3 |Primer Plate B1 Reaction Flate |B1 0 acgtasaccghc
| 4 |Prirmer Plate C1 Reaction Plate | C1 0 acgtaaaccgttc
| 5 |Primer Plate D1 Reaction Flate | D1 0 acgtasaccgtc
| B |Primer Plate E1 Reaction Flate |E1 0 acgtasaccygttc
7 |Primer Plate F1 Reaction Plate |F1 0 acgtaaaccgtc
| 8 |Primer Plate G1 Reaction Flate | G1 0 acgtasaccgttc
| 9 |Prirmer Plate H1 Reaction Plate H1 0 acgtaaaccyttc
| 10 |Primer Plate A2 Reaction Flate | A2 0 acgtasaccgtc
11 |Primer Plate B2 Reaction Plate |B2 0 acgtaaaccyttc
| 12 |Primer Plate C2 Reaction Flate |C2 0 acgtasaccghc
| 13 |Prirner Plate D2 Reaction Plate |02 0 acgtaaaccgttc
| 14 |Primer Plate E2 Reaction Flate |E2 0 acgtasaccgtc
| 15 |Primer Plate F2 Reaction Plate F2 0 acgtasaccygttc
| 16 |Primer Plate 52 Reaction Flate | G2 0 acgtaaaccgtc
| 17 |Primer Plate H2 Reaction Flate |H2 0 acgtasaccgttc
| 18 |Prirmer Plate A3 Reaction Plate | A3 0 acgtaaaccgttc ~
1 4+ PrimerPlate / B 5
Ready LI

Figure 1-16. Example .csv file for dispensing primers by file

9. Prepare to run the Reaction Setup method. Refer to Section 1.3.2.3, Running
the Reaction Setup Method
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1.3.2.2 Preparing Reagents Using the Volume Calculator

When using the Reaction Setup method to run a Gene Expression GeXP protocol, the
Volume Calculator step provides useful information to assist in preparing reagents for
the protocol.

To use the GenomeLab GeXP Volume Calculator step:

1. Select the GenomeLab GeXP Volume Calculator step (Figure 1-17). The
GenomelLab GeXP Volume Calculator displays the required reagent volumes
(including dead volumes) for the specified number of samples to prepare the
master mix solutions.

Note: The GenomelLab GeXP Volume Calculator step is a tool to help
prepare the master mix when running the default GeXP RT-PCR or GeXP PCR
protocol.

Reagent Volumes For Reaction Setup Automation
rined d

=Difiesh wallings detern ard voksrmirs e th Giramal st

Drefout GeiP RT-POA Values

Dasosh GaiF PR Valugs

Sample  NTC o1 Std | RT M

Suggested Mastar Mix Plate layout

Number of Columns Master Mix Column 1 Dispensed to [
Nurriber of Columing Mastar Mix Column 2 Dispenrsed tof3
1 2 Columan 312

65 -
PTCL
SPek_L
[Reaction Setup  BX Gerome Lab  Bomed 000 ETC: So00-02
-

Figure 1-17. GenomeLab GeXP Volume Calculator

2. Select either Default GeXP RT-PCR Values or Default GeXP PCR Values
to set the volumes for the GeXP RT-PCR or GeXP PCR protocol.

Note: Volumes are set for the default values required to run a full plate for RT-
PCR or PCR using the GeXP protocol. To run a partial plate, change the number
of reactions. To use a different protocol, change the volumes as specified by the
protocol.

3. Prepare the master mix by adding the reagents and volumes specified in the
GenomelLab GeXP Volume Calculator step.

Note: Add reagents in the appropriate Work Area, as specified in the table.
Template-Free Area refers to an area that has been completely cleaned of any
contaminating DNA/RNA or RNase/DNase; Template Addition Area refers to
an area that has been cleaned of any RNase/DNase.

Beckman Coulter, Inc.
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4. If Master Mix is stored in a plate using the default settings, add the specifed
volume of the master mix solutions to each well of the columns specified on the
Master Mix plate.

Note: If using tubes or custom settings for the master mix, the information
provided in Suggested Master Mix Plate layout is invalid. Determine the
appropriate volumes manually based on the volume per sample and number of
reactions to which the master mix is added, including a 20 uL dead volume, and
add to the appropriate labware.

5. Prepare the sample plate according to the Suggested Full Sample Plate
layout. Note the inclusion of Standard Controls (STD), Non-Template Controls
(NTC), and without Reverse Transcriptase (RT-) wells in rows C, D, and E. It is
recommended that these controls are run in triplicate and included in the same
row for every sequencing run so they are processed with the same capillary array
each time.

6. Prepare to run the Reaction Setup method. Refer to Section 1.3.2.3, Running
the Reaction Setup Method

1.3.2.3 Running the Reaction Setup Method

Once the Reaction Setup method is configured as desired, the method can be run:

1. Click Run on the toolbar to start the method.

2. If the thermocycler is configured to use a custom program, a prompt appears to
confirm that the custom thermocycling program has been configured. Choose
OK if the program is configured, or Abort to stop the method. Return to the
User Interface step and configure it to use the default thermocycler program or
deselect the Move to Thermocycler option, or select the Configure Custom
Program Here step, located inside the Define Thermocycler Program step.

3. A prompt appears to confirm the reaction plate and sample plate labware type.
Choose OK if the labware types indicated in the prompt match the labware used
for the reaction plate and sample plate, or choose Abort to stop the method.
Return to the User Interface and select the appropriate labware type in Labware
Selection.
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4. The GeXP splash screen appears, followed by Deck Confirmation (Figure 1-18).

Note: The Deck Confirmation prompt may differ from the one shown below,
depending on the options selected in the Reaction Setup User Interface step.

Biomek® Software

.

ToolRackiripper
2

GLx_APIE_200uL

| ﬂ L4

The pod should have no tool loaded.

Does the Biomek® Software deck match the above layout, including the labware and their locations?

If yes, choose QK to continue the method.
If ho, choose Abort to stop the method.

Abart |

050972007 10:46:11 A

Figure 1-18. Deck confirmation prompt for Reaction Setup method
5. Load the labware and tips on the deck of the Biomek 3000 workstation according
to the deck layout shown in the deck confirmation prompt.
6. Confirm that the deck and labware are set up as shown in Deck Confirmation.

7. Choose OK to accept the deck confirmation and continue with the method.

Note: If the physical deck does not match the deck shown in Deck Confirmation
exactly, either modify the physical deck to match the deck shown in the prompt,
or choose Abort in Deck Confirmation.

Beckman Coulter, Inc.
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8. If running Reaction Setup with the default settings for a Gene Expression GeXP
protocol, the reaction setup method takes approximately 12 minutes to complete.
Run time varies for custom applications. If moving to the thermocycler, the
appropriate default thermocycler program or custom program is run.

Note: If moving to the thermocycler and the reaction plate is a BCI 96-well
plate, a Pause message appears with instructions to manually seal the plate with
Costar Thermowell Cap Strips and place the microplate in the PTC-200
thermocycler. Choose OK once the plate is placed in the thermocycler.

9. The thermocycler program includes a hold at the conclusion of the incubation
which holds the plate at 4°C indefinitely. To end the hold and retrieve the plate:

a. From the Instrument menu, select Device Editor.

b. Choose PTC200_1 from the list and select Action Commands.
c. Select Initialize and press the Initialize button. This ends the hold.
d. Select Open and press the Open Lid button to open the lid.

e. Remove the reaction plate from the thermocycler.

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide
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1.4  Plate Preparation Method

The Plate Preparation method generates a partial or full buffer plate, dilution plate,
and GenomeLab sample plate.

This section of the quick-start guide is divided into the following sections and
appendices.

»  Materials Required (Section 1.2.1)

*  Quantitation and Normalization Method Procedure (Section 1.2.2)

1.4.1 Materials Required

Performing the Plate Preparation method on the Biomek 3000 Workstation requires
the following equipment, reagents, labware, and other supplies.

Note: Part numbers are listed in the following sections for convenience. Third party
vendors may change part numbers. Confirm part numbers with the specified vendor
before ordering.

1411 Equipment
Running the Plate Preparation method requires the following instruments:
e Biomek 3000 Laboratory Automation Workstation with integrated:
»  Static Peltier Device
»  Shaking Peltier Device
* DNA Engine (PTC-200) Thermocycler (optional)
*  MP200 Tool
e P200L Tool
e Gripper Tool
e GenomelLab™ GeXP Genetic Analysis System
» DNA Engine Thermocycler (PTC-200) or equivalent (if not on the deck)

1.4.1.2 Reagents

The following reagents are used in the Plate Preparation method. The volume of
reagent required varies depending on the number of samples processed:

Table 1-5. Reagent Requirements

Reagent Ordering Information

GenomelLab GeXP Kit

Genomelab Separation Buffer Beckman Coulter, PN 608012
1 M Tris-HCI pH 8.0 USB, PN 22638
Nuclease-Free Water, non-DEPC treated Invitrogen, PN 10977-015

Beckman Coulter, Inc.
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1.4.1.3 Tips and Labware

The following tips and labware are used in the Plate Preparation method. The quantity
of each required depends on the number of samples processed.

Table 1-6. Tip and Labware Requirements

Tips and Labware Ordering Information
Biomek AP96 P250 Pipette Tips, presterile Beckman Coulter, PN 717252
Biomek AP96 P20 Tips, presterile with Barrier | Beckman Coulter, PN 717256
96-Well Sample Microtiter VV-Bottom Beckman Coulter, PN 609801
Thermocycler-Compatible Polypropylene
Plate
Quarter Module Reservoir Beckman Coulter, PN 372790
Modular Reservoir Frame Beckman Coulter, PN 372795
96-Well Buffer Microplate Beckman Coulter, PN 609844
Hard-Shell Thin-Wall 96-Well Skirted PCR | Biorad, PN HSP-9601
Plate
Costar 96-Well Clear Round Bottom Corning, PN 3795
Polystyrene Plate

1.4.1.4 Other Supplies

The following additional supplies are used in the RNAdvance method.
e Calibrated pipettors—P20, P200, and P1000.
*  Nuclease-free barrier pipette tips.
e Pipette-aid.

*  Nuclease-free 2 mL Eppendorf Genomic Micro Centrifgue Tubes (VWR
80077-234 or equivalent)

»  RNase ZAP solution, 250 mL bottle (Ambion 9780).

*  RNase ZAP Wipes (Ambion 9786)

* DNA Away (Molecular BioProbes 7010)

e GenomelLab Separation Capillary Array (Beckman Coulter, PN 608087)
e GenomeLab Separation Gel (Beckman Coulter, PN 391438)

*  GenomelLab User’s Guide (Beckman Coulter, PN A29142)

1.4.2 Plate Preparation Method Procedure

To set up the deck and run the Plate Preparation method:

Note: Prior to the setting up and running the method, wipe down the instrument,
deck, and tools with RNase zap or DNA Away to ensure work is done in a nuclease-
free environment.

1. Turn on the Biomek 3000 instrument and open Biomek Software.
2. Turn on power to the Shaking Peltier Device and the Static Peltier Device.

3. From the Instrument menu, select Home All Axes.

Biomek® 3000 GenomelLab Gene Expression Methods Quick Start Guide




1-32 GenomelLab Gene Expression Me

4. Remove the required reagents from the GenomeLab GeXP Kit and thaw
completely on ice.

5. Open the Plate Preparation method in Biomek Software.

6. Select the Plate Preparation User Interface step (Figure 1-19).

GenomeLab™ Plate Preparation
by Beckman Coulter, Inc.

oy
3 Detaub GeoPValoes |
et -
1‘1? Dioes yaur deck have & Thamoeyele? & YES © NO
s
S Buffer Flats
. Do youwant to create @ bufer plate? & YES © NO
P Start Cobmal!  Stop Couma [12
e | S
- h Sample Plate
T Fame Salect your labwaes type: = BCI 96 woll Plate  © Haed-Shell Skisted 26 well Plate
= — Stant Colurra(1 St Coburra [12
=2 \’3 @ shake Final Plae
e
Do | | Oy ke Ol Bilutien
= ' D you wanl 1o creats & dhdtion plate? ¥ YES © NO
Finish [
(R | Fleas urniser between 5 and 25 for you dkdticn factor 15
P e
‘ GeXP Fimal Plate
S Flewse wnier the s1an cohmn for your samphes in the GeP pate:

= Stant o] 1

PTCL
SPek_1
Fiste Prepwstion B Genome Lab  Bomek000 ETC: (o0
S ERs R

Figure 1-19. Plate Preparation User Interface step

7. In Does your deck have a thermocycler?, select the appropriate option: Yes
if a thermocycler is integrated with the deck, or No if there is not a thermocycler
integrated with the deck.

8. In Do you want to create a buffer plate?, select the desired option: Yes or No.

9. If creating a buffer plate, enter the Start and Stop columns. There must be
separation buffer in every column that the corresponding column of the final
plate will have samples in.

10. In Sample plate, select the labware type that samples are stored in: BCI 96
well Plate or Hard-Shell Skirted 96 well Plate.

11. In Start column, enter the first column of the sample plate that contains samples.
12. In End column, enter the last column of the sample plate that contains samples.

13. In Do you want to create a dilution plate?, select the desired option: Yes or
No.

14. If creating a dilution plate, specify a dilution factor between 5 and 25.

Note: Many GeXP kits recommend a 1:5 dilution. The method always uses
4 uL of sample and automatically adjusts the amount of Tris-HCI added to
achieve the desired dilution.

Beckman Coulter, Inc.
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15. In GeXP Final Plate, enter the first column of the final plate to which to add
samples.

Note: Account for conditioning runs by leaving the first columns empty and
setting the start column to the first available column after the conditioning
samples. The stop column is automatically determined by the number of sample
columns used and the start column on the final plate. If more columns from the
sample plate are being used than what is available in the assay plate, the method
will fail to validate.

16. Select the GenomelLab Reservoir Volumes step (Figure 1-20).

Plate Preparation Reservoir

Column 2 Colurnn 3. Column 4
3036, 1960
Ol Size Standard-400 | i of 10mM Tris-HCI |l of Mineral Ol

@ Dufiring Fatterrs
@ Move Sample Plate

10mM TrisHCI:

1. Add 30.35 pl of 1M Tris-HCL.
2. Add 3005 .64 yl of non-DEPC nuclease free water.

5LS and Size Standard:

1. Add 4658.5 il of Sample Loading Salution.
2, Add 60.5 pl of Size Standard-400.

S
<
.
v | e (@ Buffer Plate
&
=
L

* Size Standard-400 |s photosensitive!! Frepare last and avold unnecessary exposure to light.

PTCL
SPek_1
Fiste Prepwstion B Genome Lab  Bomek000 ETC: (o0
S ERs R

Figure 1-20. GenomeLab Reservoir Volumes step

17. Place the appropriate reagents in the appropriate locations on the modular
reservoir as described in GenomelLab Reservoir Volumes.

Note: Following the table are instructions for preparing the solutions for the
second and third quarter modules. Prepare the solutions as instructed. Size
Standard-400 is photosensitive and should be prepared last and kept away from
light as much as possible.

18. Click Run on the toolbar to start the method.

19. A prompt appears to confirm the sample plate labware type. Choose OK if the
labware type indicated in the prompt matches the labware used for the sample
plate, or choose Abort to stop the method. Return to the User Interface and
select the appropriate labware type in Sample Plate.
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Beckman Coulter, Inc.

20.

The GeXP splash screen appears, followed by Deck Confirmation (Figure 1-21).

Note: The Deck Confirmation prompt may differ from the one shown below,
depending on the options selected in the Plate Preparation User Interface step.

Biomek® Software
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........ L |$5% .a|

ilution Plate -

Sample Tips - TrmEmple Tips - 790
y Lx_API6_20uL_Bx_AP96_20ul_B
of (it ?

The pod should have no tool loaded.
Does the Biomek® Software deck match the above layout, including the labware and their locations?

If yes, choose QK to continue the method.
If ho, choose Abort to stop the method.

Abart |

21.

22.
23.

24,

050972007 11:17:20 A

Figure 1-21. Deck confirmation prompt for Reaction Setup method

Load the labware and tips on the deck of the Biomek 3000 workstation according
to the deck layout shown in the Deck Confirmation prompt.

Confirm that the deck and labware are set up as shown in Deck Confirmation.

Choose OK to accept the deck confirmation and continue with the method.

Note: If the physical deck does not match the deck shown in Deck Confirmation
exactly, either modify the physical deck to match the deck shown in the prompt,
or choose Abort in Deck Confirmation.

Once the final sample plate and buffer plate have been made, they are ready to
load into the GenomeLab™ GeXP Genetic Analysis System for analysis. Refer
to the GenomeLab User's Guide (A29142) for detailed instructions on running
samples with the GenomeLab GeXP System, using the Fragment Analysis
software module, the eXpress Profiler software, the eXpress Analysis software
module and for performing GeXP gene expression profiling analysis.
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	35. Choose Yes in the prompt asking to replace normalization.csv. Save As appears.
	36. Browse to the desired location to save the file and enter a name for the file.
	37. The file is saved and Biomek Software continues with the method. A Deck Confirmation prompt appears.
	38. Confirm that the deck and labware are set up as shown in Deck Confirmation.
	39. Choose OK to accept the deck confirmation and continue with the method.
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	3. From the Instrument menu, select Home All Axes.
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	5. Open the Plate Preparation method in Biomek Software.
	6. Select the Plate Preparation User Interface step (Figure 1-19).
	Figure 1-19. Plate Preparation User Interface step
	7. In Does your deck have a thermocycler?, select the appropriate option: Yes if a thermocycler is integrated with the deck, or No if there is not a thermocycler integrated with the deck.
	8. In Do you want to create a buffer plate?, select the desired option: Yes or No.
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