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Introduction

Welcome to CellSelect Software

The ICELL8® Single-Cell System (Cat. No. 640000) has been engineered to dramatically increase the pace of
biological discovery.

With unparalleled cell isolation, cell selection, and sample throughput, you now have control over your single-cell
analyses and the ability to obtain the data you need to forward your research.

o Power—isolate thousands of cells of any size and process multiple chips per day.
e Control—choose which cells to process using image analysis software.

e Insight—process up to eight different samples per chip and leverage experimental flexibility for greater
biological insight.

CellSelect software analyzes images generated with the ICELLS Imaging System and provides researchers with
the following capabilities:

e Automated or manual image analysis and selection of isolated cells for downstream processing
o Assessment of cell staining to determine viability (live/dead)

CellSelect software guides you through each step of the image analysis process:

e Prompts you to load images and settings into the software (directly from Micro-Manager or later from the
Desktop)

e Provides functions in sequential order:

Define fiducials Process images Sample names Manual triage Save files

The diagram on the following page (Figure 1, below) summarizes the dispensing, imaging, and image analysis
portions of the ICELLS single-cell analysis workflow.

Safety
Refer to safety guidelines in the user manuals for all equipment used in this protocol.

WARNING: Perform all experimental procedures in sterile environments with the

@ proper personal protective equipment (PPE). Use designated UV hoods with proper
ventilation for manipulating cells and setting up molecular biology reactions.
Decontaminate gloves with nuclease decontamination solution, water, and ethanol.
Change gloves routinely.

the ICELLS Single-Cell System may cause exposure to toxic or biohazardous
chemicals, thereby presenting a hazard. Always wear appropriate personal protective
equipment (PPE), which should at minimum include gloves, eye protection, and a

c WARNING: Use of equipment and reagents for cell preparation and isolation with

lab coat, when handling equipment and reagents and operating instruments.

c Note and heed all warning labels on the instruments used in this protocol.
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Workflow Diagram

ICELL8 3" DE Chip Sample + Controls +
Fiducials in 384-well plate

ICELL8 MultiSample NanoDispenser (MSND)
Dispense sample, contro/s, and fiducials into ICELLSE 3° DE Chip

Samples + Controls + Fiducials
in ICELL8 3' DE Chip

CellSelect software

Cell images Analyze cell images

$

QX
XX
OB

33

OO

'

Imaging system
Scan and image cells

Figure 1. Workflow diagram depicting single-cell isolation, imaging, and image processing steps.
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1. Procedure
A. Overview

In this procedure you will select nanowells using CellSelect software and then generate a filter file to be
used on the MSND system for dispensing RT mix. The procedure consists of the following steps:

Load Images: Load images directly from Micro-Manager or from CellSelect software (File menu).
Define Fiducials: Check fiducials in the images against fiducial markers in the software.

Load Barcode File: Load the barcode file for analyzing 5,184 nanowells.

bl O

Process Images: Start image processing. The software analyzes every well image in 288 image files
and determines the best candidates for future processing.

5. Save Files: Save details of all well analyses as well as the filter file for dispensing RT mix to selected
candidate wells.

Each step, including manual nanowell analysis, is described in this procedure.

B. Load Images

You can open the CellSelect software directly from the Micro-Manager software in the ICELL8 Imaging
System, or save a file and open it later from the CellSelect software.

From the Micro-Manager Software

1. After imaging the cells with Micro-Manager software, click Yes when prompted with the question,
“Run CellSelect with images from: D\Wafergen\Wafergendata For Chip: <Chip ID>?”
NOTE: If you plan to analyze the images later, click No and close the Micro-Manager software. Proceed
to the following section, From the CellSelect software, when you are ready to analyze the images.

n Imaging Complete.

Run Cell Dispenser with images from:

D:AWafergen\Wafergendata
For C hip:
795227
Yes No Cancel

Figure 2. Converting the images.

2. Continue to Step 3 in the following section, From the CellSelect Software.

From the CellSelect Software
1. Launch the CellSelect software by clicking the CellSelect icon: # CellSelect

2. Inthe Main window, click the File tab and select Open chip folder.
e WaferGen CellSelect - o IEE

[ File | Advanced Actions Help
Open result file...

! Save filac
I [ Open chip folder... I
oad barcode file...

Save filter file - downselect...

‘Wells Summary| Settings|Map 2

Figure 3. Opening the chip folder from the Main window.
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3. Check the chip number when prompted for chip ID.

@ The chip ID is 72030

Is this correct?

Figure 4. Entering the chip ID.

4. Add a description (if helpful) when prompted for a description.

@ Would you like to add a description?

|

Figure 5. Adding a chip description.
5. Load the settings file, StandardCellSettings-V5.1.xml, shown below (Figure 6).

B Open *

“ v |__,!| < SingleCell » AnalysisSettings v | O Search AnalysisSettings pel

Crganize = Mew folder f== - o

|_,'] home ) Marne Date modified Type
& OneDrive D StandardCellSettings-V5.1 6/2/2017 11:26 AM XML Document

[ This PC
[ Desktop
Documents
‘r Downloads
Jl Music
Pictures
i Videos
. 05 (C)

“ Network
v <« >

File name: | StandardCellSettings-V5.1 v | Analysis settings(.XML) v]

| Open | | Cancel |

Figure 6. Loading settings.
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Define Fiducials

L.

Click Define fiducials, the top-left button in the Main window. The software detects fiducials and
prompts you with four consecutive fiducial images. The first fiducial image (Pos0) shows five green
circles, while the other three fiducial images (Pos11, Pos132, Pos143) show four green circles. The
green circles highlight the centers of the nanowells.

e WaferGen CellSelect - Chip 72030 = =l

File Advanced Actions Help

{ o

QA;

Define fiducials ‘

WaferGen CellSelect - D:\Wafergen\Wafergendata\72030_1\Pos0_Texas ... i =
DefineSingleCellFiducials - o “‘
A01
Neat image
— o
Cancel

Fiducial marker (green circle)

E— =

O IV

Figure 7. Defining fiducials.

(071819)
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2. Inspect the fiducials in each fiducial image for proper positioning.

a. Click and drag the DefineSingleCellFiducials prompt window to the side to view the fiducials

image.
Lo WaferGen CellSelect - Chip 72030 = 1=
File Advanced Actions Help
Define fiducials
. WaferGen CellSelect - D:\Wafergen\Wafergendata\72030_1\Pos143 Tex.. - ©
File View
& @ 0o 0'0 8¢ | By 7 |kl s DefineSingleCellFiducials ==
L12
3%
Previous image
OK Cancel
Fiducial marker (red circle)
—— Sl

X:1790, ¥:205, 1736 < a0 1414 >l
Figure 8. Inspecting and adjusting fiducials.

b. Ifthe green circles are not centered properly, click on the nanowell centers with the mouse
pointer (changes to red circle; see Figure 8, above).

c. Ifnecessary, resize the fiducial image to view a 6 x 6 grid (36 nanowells). Use the following tools
in the Image Viewer toolbar to check and correct fiducials: Zoom in/Zoom out, Image contrast,
Auto contrast, Well overlay, Wavelength 1 or 2 (W1, W2). Figure 9 (below) provides a legend
for the Image Viewer toolbar icons.

File View
S o Ol ]
Print s Q @ @ OO 00 @Q - | .wz
Zoom in/ out Auto contrast\ Map window
Image contrast Well overlay Wavelength 1/ 2

Figure 9. Image Viewer toolbar icons.

d. Click through all four fiducial images and confirm that the chip was oriented correctly for
dispensing samples. The image for the Pos0 field of view should show five fiducial-containing
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nanowells, while the images for the Pos11, Pos132, and Pos143 fields of view should each show
four fiducial-containing nanowells. If the layout of fiducial-containing nanowells is correct, click
OK and close the last fiducial image. If the layout of fiducial-containing nanowells is incorrect,
contact Technical Support before dispensing RT mix.

D. Load Barcode File
1. Inthe Main window, click the File tab and select Load barcode file.

-File Advanced Actions Help
Open result file...

Save files...

QOpen chip folder

Load barcode file... J
Save filter tile - co'c.-n-sélect...

Figure 10. File menu.

2. Select the preloaded file iCELL8 5184 v2 01232017.gal. This GenePix Array List (GAL)
file contains nanowell barcode sequences for each preprinted nanowell location.

: g Open <
<« v <« Wafergen » SingleCell » AssayMaps v O Search AssayMaps o

| Organize v Mew folder =~ [ @

| -~

| config £ Date modified Type
: SiglECEll [ iCELL_5184_v2_01232017.qal I 6212017 11:36 AM  GAL File

@ OneDrive

| O3 ThisPC
1 I Desktop

I‘:_‘] Documents
; * Downloads
| J‘l Music
| |&=| Pictures
B videos
e 06 [C:)

| & 2

File name: [iCELLS 5184 v2_01 232017.gal v| GenePix Array List files ~

Figure 11. Loading the barcode file for the preprinted chip.
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E. Process Images

1. Click Process images. The software will analyze two sets of 144 multi-well images taken using
DAPI and Texas Red filters, respectively, and automatically identify and select all nanowells that
contain viable, single cells (i.e., “candidates”) and controls based on the parameters defined in
Settings.

NOTE: For each image, the following criteria must be satisfied for the software to identify a cell as
being a candidate for downstream analysis (please refer to the Appendix, below, for more details):

- The cell must appear in the DAPI channel and NOT in the Texas Red channel.
- No other cells are visible in the well.
- The cell must satisfy the size/shape parameters specified in Settings.

2 WaferGen CellSelect - Chip 72030 - 0

File Advanced Actions Help

Process images

Wells |Summary | Settings | Map 2l

Finding cells
| 15907288

Cancel '

O o

D:\Wafergen\Wafergendata\72030_1 (not saved)

Figure 12. Having the software find cells based on parameters defined in Settings.

2. After processing is complete, the software will provide a prompt for saving results. Click Yes and
input a file name prefixed with the chip number (e.g., <Chip ID> <Date>.wcd). The software
will then do the following:

e Select wells among all those that are checked under Candidate according to the best
parameters defined in the Settings tab.

e Save the result file under the specified name (e.g., 72030 09282015 .wcd). The result file
will contain the selected nanowells and setting parameters.

e Automatically generate the filter file for the dispensation of RT reagents (e.g.,
72030 FilterFile.csv). The selected wells in the filter file will be displayed in the
For Dispense tab.
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3. Each preprinted chip contains a total of 5,184 unique nanowell barcodes. You can load the results
along with the settings from the saved WCD file. The software uses the following legend when
examining nanowells:

e Green=acell
e Yellow = ignored
e Blue = a reflection

NOTE: See Understanding the Software Color Code in Section II.G (below) for more information.

F. Change Sample Names
1. Click Sample names and enter a single sample name or use the source plate configuration layout for
ICELL8 MSND dispensation.
e The One sample option changes ALL names to the name you enter (the default name is
“Sample”).
e The Multiple samples option changes the default name (“Sample”) to grid names from the
source plate—or you may edit the grid name (see Figure 13, below).

& WaferGen CellSelect - Chip 72030 = 1=
File Advanced Actions Help

Define fiducials Process images Sarplena'rm Manual triage
Save files .
Source plate samples layout
> Pos0_Hoechst_AD1.tif v
Total usable wells: 1613 candidates 96 controls [ | Hidé () One sample (® Multiple samples
Wells | Summary | Settings | Map
Row C Candidate For dispense Sample
1 0 Al AAQ
2 (0 v v Al AAQ e I
3|0 v v Al AA] et ':5
4 |0 v v Al AAC 2
6|0 Al Aad Sl A | K
7|0 Al AAd S il =
8 0 y, v Al AAd c ci c2
a [0 Bl AAG D D1 02
0 0 B1 ACT
1|0 Bl  AGA
2|0 B1 AGA
13|0 v v B1 AGA
14 |0 B1 AGA
15 (0 B1 AGC
16 | 0 B1 CAA
17 n - # (=1} ~rreN
< >
Row Col Wave Size Circularity AvgSignal AvgSignalSD IntegSignal Angle Ra
0|2 0 79 0.97 481 144 37967 100
< >

D:\Wafergen\Wafergendata\72030_1 (not saved)

Figure 13. Inputting multiple sample names and automatically identifying control- and fiducial-containing wells.
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G. Review Images

Consolidate All Candidate Wells to the Top

1. Click the Wells tab and sort the nanowell statistics in the Candidate column by clicking the
Candidate heading (see Figure 14, below). The software will sort and consolidate all selected
nanowells to the top of the table.

I Wells gummary Settings|Map
Row Col Candi.. ¥ Fordispense Sample Barcode
0 2 v v Sample AACGAAGGAA
0 6 v \ v Sample AACGAACGCT|
0 7 v N Sample AACGAAGCG(
0 8 v Sample AACGAAGCT(Q
0 12 v v Sample AACCAAGCCT
0 13 v v Sample AACCAATACT]
0 14 v v Sample AACCAATCT(Q
0 15 v v Sample AACCAACGG
0 16 v Sample AACCAACTA
h ]
I -
1 -
1= < * WaferGen CellSelect - Chip 72030 — o IEl
1 File Advanced Actions Help "'
I [ oefine fiduciats | [ Process images | | sample names | | Morygtfge [ save fiies
sadi LIS o B Seve e ol
i il T el
[Watts [gummory]Sotings]Map | [2]
Row Col Cendi_ v Fordispense Sample Barcode State Cells1 Cefls2 Signall Signal2 Confi A
02| @ V| Sample| AACGAAGGAA Good 1| o | sm 1.
TI16] ™ v Sampla| AACGARCGOTT) Good T T
07| ¥ Somple| AACGAAGOGGA Good 1 0 &= [}
0|8 ™ Somple| AACGAAGCTCY Good HEEE [}
0 |12 2 v Ssmple  AACCAAGCCTH Good 1 0 597 1
1B W V| Somple| AACCAATACTT] Good 1 0 sm 1
0|4 o 4 Sample  AACCAATCTCT] Good 1 0 574 1.
I V| Sample| AACCAACGGT] Good R 1
Good 1 0 s 1.
REINE V| Somple| AACGCCAGGCT Good 1 0 3 1
(REI Sample| AACGCATATGG Good 1 0 me [
RESNE Somple | AACGOCAGAGG Good 1 0 e [
(REIN" | Somple| AACCGCAGACC Good i 0 w3 1
0 4% o~ v Sample | AACCGCAATGC Good 1 0 560 1
0 (% ™ v]  Sample| AACCGCATAGA Good 10 #s 1.
0 48 e v Somple  AACCTTGATGA Good 1 0 a7 0
052 W v Ssmple| AACCTTAGCTA Good 10 e 1.
BEINE 7 Semple| AACCTICTTAC Good 1 0 | s [}
0% W V] Semple| AACGAACTTCC Good 10 e 1.
BRI [ Sample| AACCTTGACCG Good 1 0 s 1
06 ™ ] | Semple| AACCAAGGATA Good 10 [}
0 ™ vl Sampla| AACCAATAAGC Good 1 0 | sw a
0 & 02 v Ssmple  AACCAACCTGC Good 1 0 5 1
065 v v Sampla| AACCAACTGAC Good [NERED [}
1 8 s N Sample = AACGCGTAAGA Good 1 0 T06 1
12 ™ Semple| AACCGGTATCS Gaod 10 sm [}
14w Sample| AACCGTTAACT Good 10 e o
NI V| Somple| AACCGGTACGT Good 1 0 e u,
et = fese i R 7 A T ;
[Row Col Wove Size Circulanty AvgSignal AvgSignalSD InegSignal Angle Rodus Reflection 3

Figure 14. Sorting the Candidate column to consolidate all selected nanowells to the top of the table.

2. Click any row for closeup views of the selected nanowell using DAPI (top) and Texas Red (bottom)
filters. In Figure 14 (above), the selected nanowell is located in Row 0/Column 6 of the imaged chip.
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View/Edit Results List

If desired, you can examine any selected nanowell in the Candidate column and view it as a single-well
image as well as a multi-well image.

1. In the Main window, click the Advanced tab and select Image viewer (see Figure 15, below). A
multi-well image highlighting the nanowell selected in the results table (on the Wells tab) will appear.

2. Arrange the windows as demonstrated in Figure 15 (below). When you click on any of the Candidate
rows in the results table (on the Wells tab), the software will present corresponding single-well
images, and display the corresponding multi-well image in the Image Viewer window.

File | Advanced Actions Help
Switch to advanced user mode

Defil .
Lotleniaa0oe]
Mi: Image viewer... J
BRicasriaoo dapio
Total u Setti
™1 e ettings...
| Hidd 9
& WaferGen Cell Detector = O e View
File Advanced Actions Help & o 00 0ekka v [wi]we
Pos35_DAP|_C12tF v| | Composte e
Define fiducials Process stack
Sampls names Manual tiage.
Total usable wels: 476 candidates 36 cortrols [ | Hide control v
Wels | Summary | Settngs | Map 2l
Row Col Candidate ForDispense Sample Barcode A
5 et @ sample  GAGC

g

|
sample  CGAG l’

E

I‘.S €7

5 0 W sample GGGA
6 1 v sample  ACTTAT
6|6 v sample TTTTGA 773
6 10 @ sample TTTCTT
6 14 4 sample AGAC
6 18 v sample TTTTGA
6 19 W sample CTATAT
6 20 & sample TATTGT
6 28 ¥ sample TATAGA
< >

Row Col Wave Size Circularity AvgSignal AvgSignalSD
15 67 0 6 100 1690 1145

Figure 15. Opening and arranging windows for optimal image viewing. The image on the far right is the multi-well
image. The horizontally split images in the center show a single cell in a nanowell stained by Hoechst 33342 (top) and
the absence of propidium iodide stain in the corresponding position (dead-cell stain; bottom). In the bottom image, the
green dot in the center (if seen) marks the bottom of the nanowell and is not from a dead cell because it does not match
the location of the Hoechst-stained cell.

3. Use the tools in the /mage Viewer toolbar to critically examine the cells (see Figure 9, above, for a
legend describing the toolbar icons).

(071819) takarabio.com Page 14 of 41
Takara Bio USA, Inc.


http://www.takarabio.com/

Manual triage function described in the section below (Section II.H).
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4. To manually exclude one or more candidate wells, right-click the highlighted row(s) and select
Exclude selected wells (see Figure 16, below). To exclude several candidate wells, consider using the

g WaferGen CellSelect - olEl
File Advanced Actions Help
Hoechst : ROC48
Define fiducials Process images Sample names Manual tiage o
Save files
Total usable wells: 1613 candidates 96 controls [ Hide control wells
Wells |Summary | Settings | Map 2
Row Col Candidate ¥ For dispense Sample Barcode State Cel A
0 37 v v A2 AACCGCGCCAT Good 1
0 45 v v M RBACTGUTANIGU Tood 1
T T ——
0 43 v v k Copy 1
0 B2 v o 2 & i 1 1116
opy a
0 53 v 7 Py E Texas Red : ROC48
0 56 v V! Select all 1
0 59 v v Columns ,_1
0 |61 v < Exclude selected wells E!
0 52 V] Sl 1 | 1 oL 1L 1
0 b4 v v 1
n_ e v # Clear all manual overrides lad
< — 2
Row Col \Wave Size Circularity AvgSignal AvgSignalSD IntegSignal Angle Radius Re
0 48 0 59 1.00 336 i 19846 239 85
£ > 637
D:\Wafergen\Wafergendata\72030_1 (not saved)

Figure 16. Excluding candidate wells.
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Understanding the Software Color Code

CellSelect software analyzes images of cells taken with both DAPI and Texas Red filters. The DAPI filter
is used to detect live cells (stained with Hoechst 33342), while the Texas Red filter is used to detect dead
cells (stained with propidium iodide). If a single cell is visible in the DAPI filter but not in the Texas Red
filter, AND meets the size and shape criteria programmed in the settings, the cell is considered a good
candidate.

To make wells containing candidate cells easier to spot, the software overlays these wells with a teal-
colored circle in both the single- and multi-well images, while wells containing non-candidate cells (such
as dead cells, see the Status Table in the Appendix, below) are marked with pink-colored circles. A well
currently displayed in the single-well image is marked with a brighter overlay than surrounding wells in
the multi-well image (see example in Figure 17, below).

Candidate well shown in single-well image

Non-candidate well Candidate well

=5 WaferGen CellSelect
File Advanced Actions Help
Define fiducials Process images Sample names Manual triage Save files

Py

< > Pos5_Texas Red_ADE i w

Total usable wels: 1613 candidates 96 controls [ | Hide control wells

Wels  Summary | Settings | Map 2l
Row Col Candidate ¥ For dispense Sample Barcode State Cells1 Cells2 &

2 24 & v a1 AACGCGCTAAC Good 1 0

2 131 ) v Al AACGCTACCTA Good 1 0

2 R v v A1 AACGCTATAGT Good 1 o

2 3B v v Al AACGCGCGGTT  Good 1 0

rk | v A2 AACCGGCAGAG Good 1 0

2 £ | v A2 AACCGTATGAC Good 1 0

2 4 v v A2  AMACCGTTCGCA  Good 1 0

2 a4 v v A2 AACCGTTGAGA Good 1 0

2 48 v v Al AACGACGCATG Good 1 1]

2 5 | o Al AACGACCAGAA Good 1 0

2 = v v Al AACGACCATTG  Good 1 0

2 B3 « v A2 AACCAGAAGAC Good 1 ]

2 €5 v v A2 AACCAGAGTAT Good 1 0 -
g e S eleer < = e
Row Col Wave Sife Circularity AvgSignal AvgSignalSD IntegSignal Angle Radius Reflectic

2 |3 ] 1.00 439 175 29846 248 B3
< >

D:\Wafergen'\Wafes

<
A:448, ¥:28, T59

X

fendata\72030_1 (not saved) _ i 1557

Results table

Single-well image Multi-well image Control well

Figure 17. Understanding nanowell color codes.
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If you look closely at the cells, you will also see other color indicators:

Green outline—indicates that the software algorithm identifies a cell based on morphology and
intensity.

Yellow outline—indicates that the software algorithm identifies an artifact that is too small to be
a cell and is ignored.

Blue outline—indicates a rare reflection artifact.

To understand how the software determines the status of each nanowell, refer to the Status Table in the
Appendix (below).

WaferGen CellSelect - DAWafergen\Wafergendata\72030_1_rotated_90\Pos6_Hoechst A.. - = EMM
File View
& ® 00 0l - [ we

Green outline

Yellow outline

< » +pe

X:481, ¥:326, 1151 sz 3309 3]

Figure 18. Closeup of wells, showing cell outlines.
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H. Use Manual Triage
The Manual triage function opens a dialog box to quickly review and reject (or bypass) consecutive
wells down the Wells table (after sorting good candidates to the top of the table).

1. Click Manual triage to open the corresponding prompt box.

2. Examine each consecutive well image and click Reject - Next Well to exclude a candidate well and
move on to the next candidate well, or click Next to retain a candidate well and move on to the next
candidate well.

e WaferGen CellSelect - Chi

File Advanced Actions Help

3 | | Pos0_Hoechst AD1tH

Total usable wells: 1613 candidates 96 controls ||

Wels |Summary | Settings | Map
Row Col Candi_ ™ Fordispense Sample Barcode

o Al AACGAAGCAAC
Al AACGAACCLCTC
AACGAAGCTCG
AACCAATCTCT
AACCAACGETT
AACCAACTAGA
AACGOCAGGCT
AACGCATATGG
AACGCCACAGC
AACCGLCGLOCAT
AACCGCALTEC
AMCCGCATAGA
AACCTTGATGA
AACCTTAGCTA
AACCTTCTTAC

ARSI AASTTE

E

Texas Red - ROC2 |

ARARAP T TP

E R

cairale alirallc sl sl sl alic s sl il 3
A A A

~

>

¢ Col Wave Size Circularity AvgSignal AwvgSignalSD IntegSignal Angle Ra
2 DM 087 48 144 37867 100 i

D\Wafergen\Wafergendata\72030_1 (not saved)

Figure 19. Manual triage.
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Save Files

1. Click Save Files and enter a new file name to save any changes you have made to the results file. We
strongly recommend using a new file name to avoid overwriting the original results file. The file is
saved with the . wcd file extension and stored in the Wafergendata folder.

& fari n— Savein: | | 75299_1
Savein: | ). Wafergendsts v @F @~ |'cs Recent tems
) Name : Date modified Type -,DeSklOp
<> f 752991 9/28/2015 10:44 PM File folc “ eee
Recentplaces | Reference Chips 9/28/2015 3:31 PM File folc = Libraries
. [_175299 9-28-2015.wcd N 9/28/2015 7:19 PM WCDFi 4@ OneDrive
.; R John Smith
Desktop &3 Homegroup
‘ A This PC
e ¥ Music
Libraries I Documents
, & ke Desktop
i & Pictures
This PC

l4 Downloads

@ B Videos
2. 05 === C:drive
Network o DATA <= D: drive

< o Wafergen
Wafergendata
File name: 75299_9-28-2015 wed v Save ]
Save as type: CeliSelectfiles v Cancel ). 72030_1
.8 DVD RW Drive

+| Save filter file { cav) v Save report file (_ pdf) ¥ Save well list ( bd) ) Desktop shortcuts

Figure 20. Saving the results file.

2. If you would like to downselect nanowells, in the Main window, click the Actions tab and select

Downselect.
Actions | Help

Rotate images

Load sequencing results
l Downselect h l

Figure 21. Saving the filter file.

3. Enter the desired number of nanowells for controls and sample wells.
NOTE: You can view the number of controls and samples in the Summary tab. However, if you enter
a number much greater than the number of wells listed, the software will automatically select up to
the maximum possible number (a quick and easy way to enter all the candidate wells, especially when
working with multiple different samples).

(071819)
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Sample:
Sample:
Sample:
Sample:
Sample:
Sample:
Sample:
Sample:
Sample:
Sample:

Figure 22. Example filter files for single and multiple sample names.

4. Save the filter file after downselecting the number of wells. A 72 x 72 grid of the entire chip will be
saved as a . csv file automatically named as <Chip ID>.csv, in which nanowells to be included
in subsequent dispensations are marked with a 1, and nanowells to be excluded are marked with a 0.

5. Copy the filter file (. csv) and bring it with you to the ICELL8 MSND. It will be used for dispensing
the RT reaction mix.
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A. Main Window
The Main window contains all the primary functions in one place. These functions are described in detail
in this section.
Menu bar Functions Data display Single-well images
o WaferGen c/select - Chip 72030

File Advanced Actions Help l

Define fiducials Process images Sample names

Manual triage Save files

Total usable wells: 1707 candidates 96 controls | | Hidg control wells

Hoechst : ROC2

Wells \Summary Settings |Map A

Row Col Candidate Fordispense Sample Barcode State A

0 2 v sample ACCAACGAGCC

0 6 v sample ACCAACCAACT

0 74 v sample ACCAACCTCTT

0 8 v sample ACCAACCTTCG 430 1172

0 12 v sample AACCAAGCCTG

0 13 v sample AACCAATACTT Texas Red : ROC2

0 14 v sample AACCAATCTCT

0 15 v sample AACCAACGGTT

0 16 v sample AACCAACTAGA

0 24 v sample ACTCGCCTAAG

0 34 v sample ACTAGAAGTAA v

< ' T >

Row Col Wave Size Circul.. « AvgSignal AvgSignalSD IntegSignal Ang

0|2 0 B 0.97 578 115 25419 10(

< > 137 637
D:\Wafergen\Wafergendata\72030_1\72030.wcd

N

Results file name Cell properties

Figure 23. Main window.
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User Interface
CellSelect software uses tools and actions in its graphical user interface that are familiar to most users,
thus enabling you to quickly learn and make the best use of the software.

Right-click: CellSelect software makes liberal use of the right-button mouse click to offer context-
specific menu options. Users are encouraged to try right-clicking while using the software to access
numerous features.

Wells Summary Settings|Map

Row Col Candidate = Fordispense Sample Barcod

4 41 7 camnla  AAGA
4 4‘ Copy SA
4 4 Copy all A
4 4 Select all 3T
4 |9 Clear all manual overrides TA
4 57 v I Pos C.. ACGA

Figure 24. Example right-click menu.

Column display: On several data and analysis screens, you can choose the information to be displayed
by right-clicking anywhere within the table (not in the column headers) and choosing Columns (see
Figure 24, above). This action will open a Selected fields dialog box with checkboxes next to the
information categories (see Figure 25, below). Click the checkboxes to select or deselect the columns that
you want to display or hide. These selections will be remembered the next time the program starts.

Selected fields
Name Display
Row ]
Col |
Candidate v |
For dispense ]
Sample |
Barcode [v]
State v
Cells1 v
Cells2 v
Signal1 v
Signal2 v
Confidence v

Figure 25. Column heading options.

Column/window width: Column widths can be adjusted by clicking the line between column headings
and dragging left or right. In these instances, the appearance of the cursor changes to the «}> symbol.
Various window/section widths can be adjusted as well. Click the left border of the Image Viewer
window until the mouse pointer changes to the <|» symbol, then drag the border left or right (see Figure
26, below).
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WaferGen CellSelect - Chip 72030

Manual triage

ol wells

S

Save files

| Hoechst : ROC2

24

Cells1 Cells2 Signall Signal2 Cgnfic A

1 0 578

1.(

1 0 664
1 0 633
1 n 727

Figure 26. Adjusting the width of the Image Viewer window.
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Select and copy: Right-clicking in many of the various data tables also triggers the option to select or
copy the data as described in the table below:

Table I. Right-Click Commands for Data Tables in the Main Window.

Command

Function

Copy
Copy all
Select all

Columns

Include/Exclude*
selected wells
Clear all manual
overrides

Copies all selected rows to the clipboard.
Copies the entire table, including the header row, to the clipboard.
Selects all rows. Click anywhere in the table to deselect all rows except the

clicked row.

Launches the Selected fields window to customize the columns to be

displayed.

Includes rows that were not selected as candidates and/or excludes rows
that were previously selected as candidates.

Removes all Include or Exclude actions.

*Visible only when rows are selected (left click or click and drag the mouse).

Scroll: You can scroll in the software using the arrow keys on your computer keyboard, moving the
vertical or horizontal scroll bars, or using the scroll wheel of your mouse. In some screens you may need

to press the Ctrl key on the keyboard while moving the scroll wheel.
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Table I1I. Main Window Menu Items.
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Menu Item Option Function
File Open result file... Opens a previously saved result file (. wcd).
Save files... Processes and saves the results for the current chip*.
Open chip folder... Opens the chip folder containing images created by
the Micro-Manager software.
Load barcode file... Loads the configuration file that identifies each well in
the chip with a barcode.
Advanced Switch to advanced Displays additional technical attributes of each well.
user mode
Admin mode... Password protected.
Image viewer... Adjusts image size, brightness, contrast, and well
overlay. See Section Ill.H (below) for more details.
Composite image... Displays the multi-well image.
Settings... Displays the preconfigured settings for single-cell
analysis.
Actions Downselect Selects the number of wells to be dispensed for each
of the samples.
Rotate images Rotates all images 90° in the image folder and saves
the rotated images to a separate folder.
Help About Displays the software version and End User License

Open user manual...

Agreement (EULA).
Opens this manual.

*When applying changes to a results file, we strongly recommend saving the modified version under a
new file name so that the original version is maintained as a backup.

Functions

The following functions assist the user in adjusting and analyzing well images to identify nanowells that
contain the best single-cell candidates for sequencing.

Define Fiducials

Fiducials are dye-filled nanowells that define the corners of a 6 x 6 grid of nanowells. A TIFF image of
the 6 x 6 grid (multi-well image) is generated by the imaging system and used by the CellSelect software

to register the boundaries of the multi-well image. Aligning the fiducials with the CellSelect fiducial

markers ensures that images are correctly analyzed.

The first function in the Main window of the software, Define fiducials, runs an automated program that
finds and presents the four fiducial images for user inspection. If any software fiducial marker is slightly
off center, the user can reenter the fiducial position by clicking the center of the misaligned well with the

mouse pointer (red circle in Figure 27, below).
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¥

e WaferGen CellSelect - Chip 72030 - 0

File Advanced Actions Help Fiducial marker

Define fiducials | WaferGen CellSelect - D:\Wafergen\Wafergendata\Reference Chips\72030_1\.. — B n (red circle)

File View

& ® 00’0 kR - [Mijwe

> Pos0)
@ DefineSingleCellFiducials - O

Total usable wells:

Wells \Summary| Settit
. LO1
Row + Col Candida
1

v Previous image MNext image

OK Cancel

oolo ale
13 W

£

Row Col Wave Siz
0 2 0 4s

<

D:\Wafergen\Waferg

1792, Y:168, 1927 < 2196 3l
Figure 27. Inspect and adjust fiducials.

If necessary, the Zoom in/Zoom out functions on the /mage Viewer toolbar (see Figure 28, below) can be
used to view a closeup of the 6 x 6 grid (36 nanowells). Other functions on the toolbar enable printing of
multi-well images (warning: printing the images consumes a lot of ink!), adjustment of image
brightness/contrast, removal of the fiducial marker, verification of well location (if only a portion of the
multiwell image is displayed), and changing of wavelengths (W1/W2). See the section entitled Image
Viewer Toolbar Icons in Section III.H (below) for a detailed description of each tool.

File View
. L e OO ]
Print s é @ @ O QP oo @U = w2
Zoom in/ out Auto contrast Map window
Image contrast Well overlay Wavelength 1/ 2
Figure 28. Image Viewer toolbar icons.
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E. Process Images
The Process images function analyzes all 5,184 nanowell images in the 288 TIFF image files generated
for a chip.
e WaferGen CellSelect - Chip 72030 = 1=
File Advanced Actions Help
Process images
Wells | Summary | Settings | Map 2l
Finding cells
159 of 288
I s
D:\Wafergen\Wafergendata\72030_1 (not saved) i
Figure 29. The software analyzes well images.
After the software finishes the analysis, it prompts you to save the results file. When you click Yes to the
prompts and enter a file name, the software will do the following:
e Select wells among all those that are checked in the Candidate column (Wells tab) according to
the parameters defined on the Settings tab. See the section entitled Settings in Section III.H
(below).
e Save the result file. The result file will contain the selected nanowells and setting parameters
under a new file name (e.g., 72030 10202015 .wcd), as demonstrated in Figure 30 (below).
The results file contains all the data shown on the Wells tab.
e Automatically generate the filter file for dispensing RT reagents
(e.g., 72030 FilterFile.csv). The selected wells in the filter file will be checked in the
“For dispense” column in the results on the Wells tab. The filter file is a simple map of all well
positions in the chip. Each well position receives a “1” if it is marked as a candidate in the results
file and a “0” if it is not a good candidate.
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| B < | 72030_1 - o IEN
“ Home Share View 0
4 - TN +  FH selectan
s & Moveto~ X Delete ~ 7 o] 51 W Sefect a
(=) Copy path b 2l s ¥ Select none
Cop Paste &) - =] New Properties
y i teut  WECopyto~  =lRename i = 0 o Invert selection
© * 1 L. » ThisPC » DATA » Wafergen » Wafergendata » 72030_1 v & 72.. P
Name Date Type Size T
= 72030_10202015_Report.pdf 10/20/2015 1:21 PM Adobe Acrobat D... 9KB
|| 72030_10202015_WellList. TXT 10/20/2015 1:21 PM Text Document 226 KB
] 72030_10202015_FilterFile.csv 10/20/2015 1:21 PM CSV File 11KB
|| 72030_10202015.wcd WCD File 7,952 KB
__| Fiducials.xml XML Document 2 KB
& Pos143_Hoechst_L12.tif TIFF image 259 KB
&L Pos143_Texas Red_L12.tif 7/9/2015 12:27 PM TIFF image 259 KB
v
< ' ' >

Figure 30. Files generated by CellSelect software. Each preprinted chip contains a total of 5,184 unique nanowell
barcodes. You can load the results along with the settings from the saved WCD file.

F. Data Display
The data section of the Main screen includes the following tabs: Wells, Summary, Settings, and Map.

Wells
The data table on the Wells tab lists all the wells in the chip and statuses of any cells found.

& WaferGen CellSelect - o IEN

File Advanced Actions Help

Define fducials | | Process mages | | Sample names Marual iage. Save fies Bucie T
Total usable wells: 1613 canddstes 96 controls (] Hide cortrol wels
Wels |Summary | Setings | Map 2l
Row Col Candicate For dispense Sample Barcode Stale Celia Cella2 Signal] Signal2 Conbdence -
0 1 sample NoCells ] 100
0 2 < sample Good 1 0 481 I |
v 3 samele HoCalle 0 00
] 4 sample Nolells 0 0 100
0 s ™ sample Good 1 0 = 10
v 7 sample HesDesdCells | 1 1 | 534 | 164 100
08 M sample Good 1 o & 100
K] sample MuigleCells 2 0 100
0 |10 sample MulipleCalls 3 0 100
b n sample MoCells [ 110
0 12 samgle MiigleCells 2 0 100
(RS samole MuigleCalls 2 0 10
uo W samole Good 1 0| 09
O sorgle Good 1 0 oast 100
R sample Good 0 | a7 100
o sample NoCells 0 [} 100 430 1172
o 1. sample MulipleCalls 2 0 100 Texas Red | ROCZ
18 samele LowConfidence 1 0 | 1255 028
IRE: sample MiigleCells 2 O o
[RE] sample NoCels 0 O 100
0 2 sample MNeCalls 0 0 100
[E:) sample MugleCells 3 O 081
RE sample Good 1 o | 100
0|2 samgle MiileCells 2 O 100
0 2% samole MCells 0 0 10
[RE samele NeCals 0 0 1m0
0 |2 sarrple MdigleCells 2 O o3
e el Al n n 100 b
Row Col Wave Sze Circularity AvgSignal AvgSignalSD IntegSegnal Angle Radius Reflection
02 0 ™ og 8 i e w0 | 75
Figure 31. Wells data table.
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You can view additional data by selecting Switch to advanced user mode from the Advanced menu.

Advanced | Actions

Switch to advanced user mode

Hel

Image viewer...

Composite image...
Settings...

File Adwnced Actions Help

d | || Savefles

2

Cells! Cells2 Signall Sigral? Sizel SizeZ Integ Signall Intep Sipnal2 Circularity] Circularity? Confidence Confidence! Corfidence2 Dispense®p Dropindex Global dropindex Souwcewsll Image! Image2 -
&7 3 1 0 ] 15370 100 055 088 100 & 1% ur o2 Pos133_Hoechst L0 Pos133_Texas Red L
60 H 3 08 089 038 ] 183 2% 02 Pos142_Moechst L11_ Fos142_Texss Red L
36 2 1 2448 245 12 7 0T 17958 08 oss 051 057 089 4 = El B2 Pos18_Hoechst_BOT.HFf  Pos18_Texas Red BV
3 2 1 51 138 ™ 55 40389 10830 0.87 0 0.8 086 100 3 8 12z B1 Fos24_Hoechst COVSf Pos24_Teoxas Red 001
|| 51 15 B2 GTATGCTTCAT  HasDeadCell 2 1 %3 1 18 4 23508 6150 087 0% 0sT 067 100 4 181 ¥ B Pos98_Moechst O Pos98_Texas Red K3

(|8 2 D2  TIGGTAGGACC HesDesdCell. 2 1 e M 1® om WTek a4t 080 k-] 047 048 oar ] ] 1% [+7] Pos 123 Hoschst KIS Peall3 Texss Red K
o = Al RACCTTACGGC  Incorclusive 1 1 &% s W & 45000 g [:2:) L] (] 1] 043 1 4 4 At Posd_Hoschss ADSGF  Pesd_Tens Red 09
E FRE ) Al AACGOGOGCAA  Incorciusive 1 2 k) =] 1738 0 (34 100 0 00 100 1 E k7 a1 Posd_Hoschsy ADSHF  Pesd_Tems Rled 05
E X C1  CCTCCGGTATG | Inconclusive 1 3 ™ nomw E ] 35630 .00 038 092 035 096 5 E ] z (=] PoaS2_Hoechst E0SHF  PouSZ_Texns Red B0
|| 2% 32 (9] CCTCGTACTAR Inconclusive 3 ‘ 41 6683 0se 083 083 093 5 03 1w (5] Pos53_Hoechst E06 6T PosS3_Texas Red E0E
% 48 c1 CCGGTATGATT Inconclusive 1 1 €34 88 4 58390 o o 100 o 09 100 5 k-] 13 (2] PosSE_Texas Red_EXE
i a2 D1 CGTAGGCGACC  Inconclusive o 1 &0 16380 100 0% 035 100 7 3 3 o Posd2_Texas Red_ED1
NERE] D2  CCTCTAGCCTG | Inconclusive O 2 4 8553 1.00 0.5 088 098 ] 4 7 o2 Pos4_Texns Red EV
Pl -] 02 CGACTAGATTG  Inconclusive O 3 2 3] s (1%:1] 083 08 & ) 12 [:r] Posf3_Texns Red E1J

5 - - i S e 2 & Fort Texan Rod K3

Figure 32. Additional well information in Advanced User Mode.
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Summary

The data table on the Summary tab displays tallies for controls, samples, and all categories in the results
table.

File

Advanced Actions Help

| Definefiducials | | Processimages | Samplenames | | Manualtiage | | Savefies
Total usable wells: 1613 candidates 96 controls [ | Hide control wells

Wels Summary! Settings | Map | 21

Sample Wells Candidates Fordispense Dyeltotal Dye2total Dyel empty wells Dyel 1-cell wells Dyel 2-c
Neg Ctrl 48 48 4 0 0 48 0 0
Pos Ctrl 48 48 4 0 0 48 0 0

sample 5071 1613 1613 4769 2N 2106 7mnm 85 l

File Advanced Actions Help

Total usable wells: 1613 candidates 96 controls [_] Hide control wells
\Wels | Summary |Settings | Map 2
Sample Wells Candidates For dispense Dyeltotal Dye2total Dyelempty wells Dyel l-cell. + Dyel 2-cell wells Dyel 3-cell wells
NegCtd 48 48 4 0 0 43 0 0 0
PosCtl 48 48 4 0 0 48 0 0 0 _l
c1 6% 192 192 644 2 263 202 101 a8
2 62 1 194 540 32 280 205 116 2
Bl 6% 197 197 574 EN) 281 209 %5 %
D2 62 192 192 597 2 263 210 105 40
c2 6% 201 201 635 28 250 210 123 8
A |63t 208 208 565 18 267 216 110 2 624
B2 63 203 203 594 47 %6 218 104 3N Texa:
D1 | 632 26 226 620 4 236 241 105 7

<l

D:\Wafergen\Wafergendata\72030_1\72030_10202015.wed

Figure 33. Summary data table.
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Settings

The following settings have been preconfigured for single-cell analysis. You DO have the option to edit
the settings; however, we strongly recommend that you become very familiar with all the setting
parameters before editing the file.

File Advanced Actions Help

[ oo s [ Process mages | [ Samplormmes | [ baruaivage ] [ Sevetis

Total usable wells: 1613 candidates 96 controls [ | Hide control wells

2

MinAutoContrastRange 500

PaintOutline True

Fiducials

AutoDetectFiducials True

FiducialsinChannel2 True

Image processing

Adaptive ThresholdConst 50

Adaptive ThresholdConst2 30

OpenlterationsAfterThresh 2

SecondDerivativeScale 2
Adaptive ThresholdConst
Channel 1: Amount by how much brighter the object needs to be
compare to its local neighborhood.

D:\Wafergen\Wafergendata\72030_1172030_10202015.wcd

Figure 34. Settings tab.
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If you edit the Settings file and wish to return to the standard settings for single-cell analysis:

1. Click File and select Load (see Figure 35, below).

2. Select StandardCellSettings-V5.1.xml or the latest version.

PaintOutline

“ Fiducials
AutoDetectFiduci
FiducialsinChannel2

“4 Image processing
AdaptiveThresholdConst
AdaptiveThresholdConst2
OpenlterationsAfterThreshold

8 Open
« v A | | « SingleCell > AnalysisSettings

Organize v New folder

~
| home A Name

& This PC
I Desktop
Documents
& Downloads
b Music
[&=] Pictures
B videos
B 05(C)

i Network
v <

@ OneDrive | ] StandardCellSettings-V5.1

~ O Search AnalysisSettings

Date modified

Bz

Type

x

o

6/2/201711:26 AM XML Document

File name: | StandardCellSettings-V5.1

| | Analysis settings(".XML)

4]

Open

Cancel

>

Figure 35. Loading/reloading the settings file for single-cell analysis.
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Map
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The data table on the Map tab displays different data categories in bar graphs and graphic maps. Click the
drop-down menu and graph icons to select the data category and graph type (see Figure 36, below).

Map menu  Graph type
|
5 , WaferGen CellSelect - Chip 72030 - o IEl
File Advanced Actions | Help
Define fiducials Process ifages Sample nam Manual triage Save files oechst JBECH

Total usable wells: 1613 candi
Wells | Summary | Settings Map

Measure: | Confidence

es 36 controls [ ] Hidk control wells

Candidate

For dispense
0 Sample

Barcode
1 Cells1
2 Cells2

Signal1
3 Signal2
4 3
5 1.00
6 0.97 1.00
7 0.92 1.00
9 0.92 096
10 0.81 057
1 0.91 098
12 0.91 1.00
13 0.95 1.00
14 0.92 0.2s
15 1.00 081
16 0.97 093
17 0.97 0.9¢
18 1.00 0s8
19 1.00 038
<

1.00
0.58
1.00
0.78
0.86
0.96
0.90
0.8%
1.00
1.00
0.38
0.92
1.00
1.00
0.97

[] Smooth

0.86
0.50
1.00
0.26
0.99
1.00

1.00
0.95
1.00
1.00
0.91
0.98
1.00
1.00
0.83
1.00
0.95
0.90
0.96
0.96
095
1.00
1.00
1.00
0.84

090 v
>

D:\Wafergen\Wafergendata\72030_1\72030_10202015.wcd

Avg: 0.964
3500 4 SD: 0.086

o

T T T L) L I T
00 02 04 06 08 10

Texas Red : R8CO

Figure 36. Map tab.
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G. Well Images

Top view: The top view shows cells that have absorbed Hoechst stain, which indicates the presence of
one or more live cells—given that the cell(s) match the designated parameters. A live cell will not absorb
propidium iodide and therefore will not appear in the bottom view. A good candidate is a single cell that
fits the shape and size parameters of a live cell and appears in the top view only.

Bottom view: The bottom view shows cells that have absorbed propidium iodide, which occurs if a cell is
dead. Cells that appear in the bottom view, or both the top and bottom views, are either dead or an artifact
(considered inconclusive).

Filter type Well position (row/column) Live cell

, Hoechst : ROC2

toolbar
l 1172
Texas Red : ROC2
’ 137 637
Figure 37. Single-well image.
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Image Contrast Slider

In addition to the Contrast icon on the /mage Viewer toolbar, the slider at the bottom of each single- and
multi-well image can be used to adjust image contrast (see Figure 38, below). Simply click and drag the
left and right edges of the grayscale bar or the whole bar itself. Scrolling the mouse wheel while the
mouse is over the center of the grayscale bar changes the shape of the curve and is equivalent to dragging
the center control point in the image contrast tool. Clicking the buttons to the left and right of the
grayscale bar quickly resets the mapping limits to 0 and 65,535, respectively. Alternatively, you can also
double-click on the left or right edges of the bar. Right-clicking on the toolbar changes the underlying

color map.

i

i

.

[ . Black to white .
W  \White to black

Figure 38. Adjusting image contrast using the slider.
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Image Viewer

The Image Viewer window is accessible via the Advanced dropdown menu in Analysis mode, and

displays multi-well images (6 x 6 nanowells).

Advanced | Actions Help
Switch to advanced user mode
Admin moda

Image viewer...

Settings... \

File View

& ® 00 0k - |

X:20, Y:0, 820 < B

WaferGen CellSelect - D:\Wafergen\Waferg...

>|

w2

Figure 39. Image Viewer window.
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Image Viewer Toolbar Icons

File View
9 N ’ '
Print —=p & @ O O @ 33 |EY v [W1|w2
Zoom in/ out Auto contrast Map window

Image contrast Well overlay Wavelength 1/ 2

Figure 40. Image Viewer toolbar icons.

Zoom Icons

The Zoom icons are for increasing or decreasing the size of the multi-well image. Clicking the Zoom in
icon while holding down the Shift key triggers the /mage Viewer window to resize itself to occupy the
same area as the displayed image. Another way to resize the image is to press the Ctrl key while turning
the scroll wheel on the mouse.

Image Contrast Icon

Fluorescence images generated by the instrument typically have a very large dynamic range. Clicking the
Image contrast icon opens the Image contrast settings window, which allows you to adjust the mapping
of the 65,535 image intensity levels to 256 shades of gray (see Figure 41, below). Drag the control points
with the mouse to adjust the mapping.

Image contrast settings ﬂ

=1

A3

LILI LI L I N N NN NN N N L N NN N L B B

400 600 800 1000 1200

Figure 41. Image contrast settings window.
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Auto Contrast Icon

Use the Auto contrast icon to adjust the upper and lower image contrast, and to specify when and how
the Auto contrast operation is applied. Clicking the Auto contrast icon while holding down the Ctrl key
opens the Auto contrast settings window, which allows you to adjust the settings.

Auto contrast n
AutoContrastAfterimageloading True
AutoContrastAfterSnap True
HighCutoffPercent 99.99
LowCutoffPercent 20.00

AutoContrastAfterimagel oading
Perform an auto contrast operation whenever an image is loaded from file.

Done

Figure 42. Auto contrast settings window.

Table III. Auto Contrast Settings.

Option Function

AutoContrastAfterimageLoading Perform an auto contrast operation whenever an
image is loaded from a file.

AutoContrastAfterSnap Perform an auto contrast operation whenever an
image is taken with the camera.

HighCutoffPercent The high threshold is set such that all pixels above
the HighCutoff percentage are colored white.

LowCutoffPercent The low threshold is set such that all pixels below

the LowCutoff percentage are colored black.
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Use the Map window icon to display the entire image. After selecting this icon, drag or resize the red
rectangle to change the viewed portion of the image.

Image map “

" WaferGen CellSelect - D:A\Wafergen\Wafergendata\72030_1\Pos4_Hoec.. — O “
File View

& 09 0] - [Wi]we

' : >
X:730, Y:30, 783 I< 1605 >l

Figure 43. Viewing a subsection of an image using the Map window icon and Image map window.
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Appendix: Status Table

Top view: Hoechst staining indicates the presence of a live cell, provided that the object meets established size and shape

parameters and does not appear in the bottom view.

Bottom view: Propidium iodide staining indicates the presence of a dead cell, a well bottom, or an artifact.

Table IV. Nanowell Status Descriptions and Sample Images.

State Conditions (all conditions must be met) Image Example
Thoschst - ROC) [ — '
Good Single cell that meets the designated parameters appears in the top

view (DAPI filter), but not in the bottom view (Texas Red filter).

Inconclusive and . . . . C .
Has Dead Cells Cell appears viable in top view but is also visible in bottom view.

Hoechst : R34C32

597
Texas Red : R34C32

(071819) takarabio.com
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One cell appears in the top view, one or more cells appear in the bottom
view.

- I
B .
I

No cells occupy the same location in both views.

NoCells No cells present in either view. =
Hoechst : R41C26
MultipleCells Multiple cells appear in the top view, no cells appear in the bottom view.
Texas Red : R41C2E
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Has Dead Cells At least one cell in the top view has a colocalized signal in bottom view.

Hoechst : R29C12

Low Confidence Cell is not clear. Texas Red : R23C12

Contact Us
Customer Service/Ordering Technical Support
tel: 800.662.2566 (toll-free) tel: 800.662.2566 (toll-free)
fax: 800.424.1350 (toll-free) fax: 800.424.1350 (toll-free)
web: takarabio.com web: takarabio.com
e-mail: ordersUS@takarabio.com e-mail: technical support@takarabio.com

Notice to Purchaser

Our products are to be used for Research Use Only. They may not be used for any other purpose, including, but not limited to, use in humans, therapeutic or diagnostic
use, or commercial use of any kind. Our products may not be transferred to third parties, resold, modified for resale, or used to manufacture commercial products or to
provide a service to third parties without our prior written approval.

Your use of this product is also subject to compliance with any applicable licensing requirements described on the product’s web page at takarabio.com. It is your
responsibility to review, understand and adhere to any restrictions imposed by such statements

© 2017 Takara Bio Inc. All Rights Reserved.

All trademarks are the property of Takara Bio Inc. or its affiliate(s) in the U.S. and/or other countries or their respective owners. Certain trademarks may not be
registered in all jurisdictions. Additional product, intellectual property, and restricted use information is available at takarabio.com.

This document has been reviewed and approved by the Quality Department.
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