Technology that COLlnts /

Who is ChemoMetec?

Company founded by scientists for scientists, aiming to bring the
best cell analysis technology possible into every lab

ChemoMetec develops and manufactures automated cell counting
and image cytometry equipment for labs working with Eukaryotic
cells

ChemoMetec's technology works through the principles of
fluorescence microscopy to ensure that every cell can be identified
while minimizing the influence of debris.
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/

One-step Cell Count and Analysis
- Using the Via-1 Cassette™

Counting Piston
chamber v/ /
* Vial-Cassette™ stains: \
F\
 All cells with Acridine Orange @
* Non-viable cells with DAPI V,-QC;’\G"’?metEC ¥
ssetary.
* Each Vial-Cassette™ is calibrated using a dot code for @ & 03,;@07@ <
high precision counting Dot code Cell staining)
: . : : channels |
* Integrated piston and pipette tip of the Vial-Cassette™ \canne /

simplify preparation by removing human error
* Large counting chamber volume ensures precise data
acquisition

\. - Pipette tip
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NC-200 Specifications

Loading volume: 60 pl into the Vial-Cassette™
Measurement volume]| 1.4 ulin the measurement chamber of the Vial-Cassette™
Analysis time: 50 seconds (one step)

Measurement rangej| 5 x 10%to 5 x 10° cells/ml

Size: 38 x26 x 22 cm (W x H x D), weight 3 kg

Software: NucleoView™ NC-200 computer software
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Topics for the Day

— Software Introduction
— Best Practices

— Gating Changes

— Optimizing Protocols

— Performing a Comparison Study
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Topics for the Day

— Software Introduction
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Software Introduction

@ ChemoMetec NucleoView NC-200
File
B Image

Tools View Help

[ Result]

| [

Data folder and files

[:\Documents\ChemoMetec\NucIeoView NC-200\results\20200302 :'

20200302-0001-c-CHO-S P2D2 NO DULTION.cm A
20200302-0001-c-CHO-S PASSAGE 2 DAY 2.cm
20200302-0002-c-CHO-S P2D2 NO DILUTION.cm
20200302-0002-c-CHO-S P2D2 NO DULTION.cm
20200302-0003-c-CHO-S P2D2 NO DILUTION.cm
20200302-0003-c-CHO-S P2D2 NO DULTION.cm
20200302-0004-c-CHO-S P2D2 2X DILUTION.cm
20200302-0004-c-CHO-S P2D2 2X DULTION.cm
20200302-0005-c-CHO-S P2D2 2X DILUTION.cm
20200302-0005-c-CHO-S P2D2 2X DULTION.cm

ININNNYNNNE.~ACHN.C DIND Y NDLLITION ~m

v

Multiplication Factors

1#1.00

Dilution [ul]
200 | 0

Sample [ul]
Vial: |
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[Viability and Cell Count Assay ZI
[Via1-Cassette
Sample ID Operator
[cHO-8 PASSAGE 2 DAY 2 [NC-200 Demo
) RETURN I Total cells/ml 3.48E6
Viability % 991
Diameter um 12.5
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Software Introduction

@ ChemoMetec NucleoView NC-200

| File Tools View Help
@8 Image | Result|

Menu Bars

Data folder and files

_J [:\Documents\ChemoMetec\NucIeoView NC-200\results\20200302 :'

7n 20200302-0001-c-CHO-S P2D2 NO DULTION.cm A
4] 20200302-0001-c-CHO-S PASSAGE 2 DAY 2.cm
20200302-0002-c-CHO-S P2D2 NO DILUTION.cm
20200302-0002-c-CHO-S P2D2 NO DULTION.cm
20200302-0003-c-CHO-S P2D2 NO DILUTION.cm
20200302-0003-c-CHO-S P2D2 NO DULTION.cm
20200302-0004-c-CHO-S P2D2 2X DILUTION.cm
20200302-0004-c-CHO-S P2D2 2X DULTION.cm
20200302-0005-c-CHO-S P2D2 2X DILUTION.cm
20200302-0005-c-CHO-S P2D2 2X DULTION.cm

ININNNYNNNE.~ACHN.C DIND Y NDLLITION ~m

| [

v

N iy | sF1| |ssF2| |xsF3{
[Viability and Cell Count Assay ZI
[Via1-Cassette
Sample ID Operator
[cHO-8 PASSAGE 2 DAY 2 [NC-200 Demo
®| | | reTurN I Total cells/ml 3.48E6
Sample [ul]  Dilution [ul] Multiplication Factors Viability % 99 1
Vial: | 200 | 0 1#1.00
Diameter um 12.5

U

PLYMOUTH

MEDICAL
www.PlymouthMedical.com



https://www.plymouthmedical.com/

Technology that Counts

Menu Bars
@ Chemobdetec MucleoView MC-200 - ChEmDME‘tE‘[ MucleoView b a8 ChoroMictec MiackogViess < NerceaViem NC.200
File Tools View Help File Tools View Help

ew Help

RHe Software Users Guide

Plot Manager ] Result File Tools @ View Help

Import Package...

Protocol Adaptation Wizard

_ Event Logs ult
5ave Image File As... Report Generator : Instrument Users Guide
License File
Exit Create POF Report ... - - About
Options ... Apphcation Log
: View
Fle Toocl)s Plot M Access Log fil Helo
- - ccess Log 1ies . .
- Import adapted protocols Stpetnsp Ot ?ngert. g - Access digital user
- Export images - >tarts Frotocot Adaption guides
Wizard

- About screen,
instrument firmware
information for support

- Create PDFs
- Open the options menu
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Software Introduction

@ ChemoMetec NucleoView NC-200
File
B Image

Tools View Help

[ Result]

Image and
Results Window

| [

Data folder and files

[:\Documents\ChemoMetec\NucIeoView NC-200\results\20200302 :'

20200302-0001-c-CHO-S P2D2 NO DULTION.cm A
20200302-0001-c-CHO-S PASSAGE 2 DAY 2.cm
20200302-0002-c-CHO-S P2D2 NO DILUTION.cm
20200302-0002-c-CHO-S P2D2 NO DULTION.cm
20200302-0003-c-CHO-S P2D2 NO DILUTION.cm
20200302-0003-c-CHO-S P2D2 NO DULTION.cm
20200302-0004-c-CHO-S P2D2 2X DILUTION.cm
20200302-0004-c-CHO-S P2D2 2X DULTION.cm
20200302-0005-c-CHO-S P2D2 2X DILUTION.cm
20200302-0005-c-CHO-S P2D2 2X DULTION.cm

ININNNYNNNE.~ACHN.C DIND Y NDLLITION ~m

v

Multiplication Factors

1#1.00

Dilution [ul]
200 | 0

Sample [ul]
Vial: |
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[Viability and Cell Count Assay ZI
[Via1-Cassette
Sample ID Operator
[cHO-8 PASSAGE 2 DAY 2 [NC-200 Demo
) RETURN I Total cells/ml 3.48E6
Viability % 991
Diameter um 12.5
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Software Introduction

@ ChemoMetec NucleoView NC-200
File Tools View Help
B Image | Result]

Data folder and files

_J [:\Documents\ChemoMetec\NucIeoView NC-200\results\20200302 :'

7n 20200302-0001-c-CHO-S P2D2 NO DULTION.cm A
4] 20200302-0001-c-CHO-S PASSAGE 2 DAY 2.cm
20200302-0002-c-CHO-S P2D2 NO DILUTION.cm
20200302-0002-c-CHO-S P2D2 NO DULTION.cm
20200302-0003-c-CHO-S P2D2 NO DILUTION.cm
20200302-0003-c-CHO-S P2D2 NO DULTION.cm
20200302-0004-c-CHO-S P2D2 2X DILUTION.cm
20200302-0004-c-CHO-S P2D2 2X DULTION.cm
20200302-0005-c-CHO-S P2D2 2X DILUTION.cm
20200302-0005-c-CHO-S P2D2 2X DULTION.cm

ININNNYNNNE.~ACHN.C DIND Y NDLLITION ~m

| [

v

Protocol il "Fll ""FZI "F3l
[Viability and Cell Count Assay ZI
[Via1-Cassette
Sample ID Operator
[cHO-8 PASSAGE 2 DAY 2 [NC-200 Demo
®| | | reTurN I Total cells/ml 3.48E6
Dl I UtIOn Sample [ul]  Dilution [ul] Multiplication Factors Viability % 99.1
\ sPa ° ’
- Calculator viat: [ 200 | 0 1#1.00 |
Diameter um 12.5
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Software Introduction

@ ChemoMetec NucleoView NC-200
File
B Image

Tools View Help

[ Result]

| [

Data folder and files

[:\Documents\ChemoMetec\NucIeoView NC-200\results\20200302 :'

20200302-0001-c-CHO-S P2D2 NO DULTION.cm A
20200302-0001-c-CHO-S PASSAGE 2 DAY 2.cm
20200302-0002-c-CHO-S P2D2 NO DILUTION.cm
20200302-0002-c-CHO-S P2D2 NO DULTION.cm
20200302-0003-c-CHO-S P2D2 NO DILUTION.cm
20200302-0003-c-CHO-S P2D2 NO DULTION.cm
20200302-0004-c-CHO-S P2D2 2X DILUTION.cm
20200302-0004-c-CHO-S P2D2 2X DULTION.cm
20200302-0005-c-CHO-S P2D2 2X DILUTION.cm
20200302-0005-c-CHO-S P2D2 2X DULTION.cm

ININNNYNNNE.~ACHN.C DIND Y NDLLITION ~m

v

Multiplication Factors

1#1.00

Dilution [ul]
| 0

Sample [ul]
Vial: | 200

U
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Protocol il "Fll ""FZI "F3l
Viability and Cell Count Assay =
!Via1-Cassette il P rOtOCOI
Sample ID Operator T~ .
[cHO-S PASSAGE 2 DAY 2 INC-200 Demo Information
) RETURN I Total cells/ml 3.48E6
Viability % 991
Diameter um 12.5
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Protocol Selection

@ ChemoMetec NucleoView NC-200
File
B Image

Tools View Help

[ Result]

| [

Data folder and files

[:\Documents\ChemoMetec\NucIeoView NC-200\results\20200302 :'

20200302-0001-c-CHO-S P2D2 NO DULTION.cm A
20200302-0001-c-CHO-S PASSAGE 2 DAY 2.cm
20200302-0002-c-CHO-S P2D2 NO DILUTION.cm
20200302-0002-c-CHO-S P2D2 NO DULTION.cm
20200302-0003-c-CHO-S P2D2 NO DILUTION.cm
20200302-0003-c-CHO-S P2D2 NO DULTION.cm
20200302-0004-c-CHO-S P2D2 2X DILUTION.cm
20200302-0004-c-CHO-S P2D2 2X DULTION.cm
20200302-0005-c-CHO-S P2D2 2X DILUTION.cm
20200302-0005-c-CHO-S P2D2 2X DULTION.cm

ININNNYNNNE.~ACHN.C DIND Y NDLLITION ~m

v

Multiplication Factors

1#1.00

Dilution [ul]
200 | 0

Sample [ul]
Vial: |
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Protocol il < F1 l < F2 I = ,F3 l
[Viability and Cell Count Assay = II'
[Via1-Cassette
Sample ID Operator
[cHO-8 PASSAGE 2 DAY 2 [NC-200 Demo
) RETURN I Total cells/ml 3.48E6
Viability % 991
Diameter um 12.5
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Protocol Selection

The protocol select screen will allow you to browse all
protocols created or uploaded onto the instrument
you are using

User generated protocols can be exported or deleted
by right clicking on the protocol name from this list.

To reduce the number of protocols shown here
without deleting them, you simply have to click the
“Hide Protocols” option

N\
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== Select Protocol e
Organism: Analysis: Show Only Media Types:
¥ Vial-Cassette
Verification of NC-200 Total Count and Viability V¥ Via2-Cassette
Hide Protocols ... ‘
All Adaptations ﬂ
Protocal Sample Unit ~
Viability and Cell Count - Aggregated Cells Assay Vial-Cassette
Viability and Cell Count - Blood Assay Via 1-Cassette
Viability and Cell Count - Method 2 Assay Via1-Cassette
Viability and Cell Count Assay Vial-Cassette
Freedom Cho-5 Via 1-Cassette
Test Protocol Via1-Cassette
Viability and Cell Count Assay - Via2 Vial-Cassette
Viability and Cell Count Assay - Via2 Via2-Cassette hd
£ >
Cell Count and Viahility with AQ and DAPT Select | Cancel

www.PlymouthMedical.com
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Protocol Selection

To hide a protocol in the hide
protocol menu, simply check the
box next to the protocol you wish
to hide, and click save!

\ <
'
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Organism:

cleoView NC-20(

Verification of NC-2

Protocol 1
Viability and Cell C
Viability and Cell C
Viability and Cell C
Viability and Cell C

Freedom Cho-5

Test Protocol
Viability and Cell C:
Viability and Cell Ci
£

Cell Count and Vial

Analysis: Show Only Media Types:
== Hide Protocols X
Organism: Analysis: Show Only Media Types:
IV Vial-Cassette
Verification of NC-200 Total Count and Viability [V Via2-Cassette
Hide All Show All
|AII Adaptations j
Protocal Sample Unit Hidden -
Count of Aggregated Cells - A100 and B Assay VVia 1-Cassette
Count of Aggregated Cells Assay Via1-Cassette
Viability and Cell Count - A100 and B Assay Via1-Cassette
Viability and Cell Count - Aggregated Cells Assay Via1-Cassette
Viability and Cell Count - Blood Assay Via 1-Cassette
Viability and Cell Count - Method 2 Assay Via 1-Cassette
Viability and Cell Count Assay Via1-Cassette
Freedom Che-5 Via1-Cassette
Test Protocal Via1-Cassette

| Cell Count and Viability with A0 and DAPT

=& Select Protocol (11 hidden protocels)

Organism:

Verification of NC-200

Analysiz:

Total Count and Viability

Show Only Media Types:
v Vial-Cassette
IV Via2-Cassette

| Hide Protocols ... |

|AII Adaptations ﬂ

Protocol
Test Protocol

Sample Unit
Vial-Cassette

[ v
Save | Cancel | Cell Count and Viability with AQ and DAPL

Select Cancel
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Software Introduction

@ ChemoMetec NucleoView NC-200
File
B Image

View Help
[ Result]

Tools

| [

|Data folder and files

|F\Documents\ChemoMetec\NucleoView NC-200\resuits\20200302 [}

20200302-0001-c-CHO-S P2D2 NO DULTION.cm
20200302-0001-c-CHO-S PASSAGE 2 DAY 2.cm

20200302-0002-c-CHO-S P2D2 NO DILUTION.cm
20200302-0002-c-CHO-S P2D2 NO DULTION.cm
20200302-0003-c-CHO-S P2D2 NO DILUTION.cm
20200302-0003-c-CHO-S P2D2 NO DULTION.cm
20200302-0004-c-CHO-S P2D2 2X DILUTION.cm
20200302-0004-c-CHO-S P2D2 2X DULTION.cm

20200302-0005-c-CHO-S P2D2 2X DILUTION.cm
20200302-0005-c-CHO-S P2D2 2X DULTION.cm

ININNNYINNNE.~A.CHN.C DIND Y NLLITION Am

~

v

Quick Access
— Data Files

[EHO-S PASSAGE 2 DAY 2

Protocol il < F1 l < F2 I < F3 l
[Viability and Cell Count Assay ZI
[Via1-Cassette
Sample ID Operator

[NC-200 Demo

Total cells/ml

) RETURN I

3.48E6

Multiplication Factors

1#1.00

Dilution [ul]
| 200 | 0

Sample [ul]

Vial:

U
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File Browser and Exporting Data to Excel

@ ChemoMetec NucleoView NC-200
File
B Image

Tools View Help

[ Result]

| [

Data folder and files

F\Documents\ChemoMetec\NucleoView NC-200\results\20200302{ i |-

20200302-0001-c-CHO-S P2D2 NO DULTION.cm A
20200302-0001-c-CHO-S PASSAGE 2 DAY 2.cm
20200302-0002-c-CHO-S P2D2 NO DILUTION.cm
20200302-0002-c-CHO-S P2D2 NO DULTION.cm
20200302-0003-c-CHO-S P2D2 NO DILUTION.cm
20200302-0003-c-CHO-S P2D2 NO DULTION.cm
20200302-0004-c-CHO-S P2D2 2X DILUTION.cm
20200302-0004-c-CHO-S P2D2 2X DULTION.cm
20200302-0005-c-CHO-S P2D2 2X DILUTION.cm
20200302-0005-c-CHO-S P2D2 2X DULTION.cm

ININNNYNNNE.~ACHN.C DIND Y NDLLITION ~m

v

Multiplication Factors

1#1.00

Dilution [ul]
200 | 0

Sample [ul]
Vial: |

U

PLYMOUTH

Protocol il < F1 l < F2 I < F3 l
[Viability and Cell Count Assay ZI
[Via1-Cassette
Sample ID Operator
[cHO-8 PASSAGE 2 DAY 2 [NC-200 Demo
) RETURN I Total cells/ml 3.48E6
Viability % 991
Diameter um 12.5
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File Browser and Exporting Data to Excel

. . == File Browser - Ch\Users\Public\Documents\ ChemoMetec\MucleoView NC-200\results — O X

The File Browser allows you to view data from o — o o oo T
H : H Last 7 days # 20200302-0001c-CHO-... Viability and Cell Count As...  MC User Acriding Orange (AQ) stai...
prEVIOus daysl as We” aS Se|ECt mUItIpIe data flles at Dema 20200302-0001-c-CHO-... Viability and Cell Count As... MNC-200D...  Acridine Orange (AQ) stai...
Master files 20200302-0002-c-CHO-... Viability and Cell Count As... NC-200D... Acridine Orange (AQ) stai...
once to export the data to both the plot manager, and |z 2 20200302 0002-c-CHO-..,_ Viblity and CellCount As... NC User  Acridine Orange (A0) stl...
February 20200302-0003-c-CHO-... Viability and Cell Count As... MNC-200D...  Acridine Orange (AQ) stai...
to exce I Bl March 20200302-0003-c-CHO-...  Viability and Cell Count As... NC User Acridine Orange (AOQ) stai...
20200302-0004-c-CHO-... Viability and Cell Count As... NC-200D...  Acidine Orange (AQ) stai...
April % 20200302-0004-c-CHO-... Viability and Cell Count As... NC User Acridine Orange (AQ) stai...
20200302-0005-c-CHO-...  Viability and Cell Count As... NC-200D... Acidine Orange (AOQ) stai...
% 20200302-0005-c-CHO-... Viability and Cell Count As... NC User Acridine Orange (AOQ) stai...
20200302-0006-c-CHO-...  Viability and Cell Count As... NC-200D...  Acidine Orange (AQ) stai...
20200302-0006-c-CHO-...  Viability and Cell Count As...  NC User Acridine Orange (AQ) stai...
20200302-0007-c-CHO-...  Viability and Cell Count As... NC-200D... Acidine Orange (AOQ) stai...
20200302-0007-c-CHO-...  Viability and Cell Count As... NC User Acridine Orange (AQ) stai...
20200302-0008-c-CHO-... Viability and Cell Count As... NC-200D... Acridine Orange (AQ) stai...
20200302-0008-c-CHO-...  Viability and Cell Count As...  NC User Acridine Orange (AQ) stai...
20200302-0009-c-CHO-...  Viability and Cell Count As... NC-200D... Acidine Orange (AOQ) stai...
20200302-0009-c-CHO-...  Viability and Cell Count As... NC User Acridine Orange (AOQ) stai...
20200302-0010c-CHO-...  Viability and Cell Count As... NC-200D...  Acridine Orange (AQ) stai...
20200302-0010-c-CHO-...  Viability and Cell Count As... NC User Acridine Orange (AOQ) stai...
20200302-0011c-CHO-...  Viability and Cell Count As... NC-200D... Acidine Orange (AOQ) stai...
20200302-0011-c-CHO-... Viability and Cell Count As... NC User Acridine Orange (AOQ) stai...
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File Browser and Exporting Data to Excel

The File Browser allows you to view data from
previous days, as well as select multiple data files at
once to export the data to both the plot manager,
and to excel

To export the data to excel, simply highlight the data
you wish to export and then right click one of the
highlighted files and click “Add to Report”

,\..

PLYMOUTH
MEDICAL

www.PlymouthMedical.com

=& File Browser - C\Users\PublichDocuments ChemobMetec\ MucleoView NC-2004results — [
Today Mame I Protocal I Operataor I Comment |
Last 7 days & 20200302-0001-c-CHO-... Viability and Cell Count As... NC User Acridine Orange (AQ) stai...
Demo 20200302-0001-c-CHO-,,.  Viability and Cell Count As. .. Acridine Orange (AQ) stai...
Master files 20200302-0002-c-CHO-... Viability and Cell Count As...
[ 2020 20200302-0002-C Viability and Acridine Orange
February 20200302-0003-: .. Viability and Acridine Orang
Bl March 20200302-0003c-CHO-... Viability and Acridine Orang
3 20200302-0004-c-CHO-,..  Viability and C Acridine Orang
April c 2 20200302-0004-c-C Viability and Acridine Orang
2020030 2-0005-c-C Viability and Acridine ¢
C . 20200302-0005c-C Viability and Acridine Orang
20200302-0006-C Viability and Acridine Orang
20200302-0006-C ... Viability and . Acridine ¢
20200302-0007c-CHO-,.. Viability and Cell Count As...
20200302-0007-c
20200302-0008-C . Acridine Orange (AQ) .
20200302-0008- Print... C User Acridine Orange (AC) stai...
20200302-00058-c Print with Plats... C-200 D Acridine Orange (AQ) stai...
20200302-0009-c C User Acridine Orange (AQ) stai...
20200302-0010-c Create PDF Reports... C-2000 Acridine Orange (AQ) stai...
20200302-0010-c: C Uszer Acridine Orange (AQ) stai...
20200302-0011¢ Approve.., C-200D Acridine Orange (AQ) stai...
20200302-0011c Properties IC User Acril:!ine Orange I[;.C\D_} stai...
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File Browser and Exporting Data to Excel

=& File Browser - C\Users\PublichDocuments Chemobetec\ MucleoView NC-2004results —

Today

Last 7 days

Demo

Master files
= 2020

February

El March

2
April

Clicking “Add to Report” will open the report
generator

Once open, you simply need to click “To Clipboard”
and the data will be copied to your clipboard,
enabling you to paste it into Microsoft excel, or your
spreadsheet program of choice

Mame

| Protocol

| Operator | Comment

& 20200302-0001-c-CHO-...
20200302-0001-C-CHO-...
20200302-0002-c-CHO-...
20200302-0002-c-CHO-...
20200302-0003-c-CHO-...
20200302-0003-c-CHO-...
20200302-0004-c-CHO-...
20200302-0004-c-CHO-...
20200302-0005-c-CHO-...
20200302-0005-c-CHO-...
20200302-0006-c-CHO-. ..
20200302-0006-c-CHO-...
20200302-0007-c-CHO-...

20200302-0007-C
20200302-0008-C
20200302-0008-c
20200302-0009-C
20200302-0009-
20200302-0010-c
20200302-0010-C
20200302-0011-c
20200302-0011c

Viability and Cell Co
Viability and Cell Coj
Viability and Cell Coj
Viability and Cell Coj
Viahility and Cell Col
Viability and Cell Coj
Viability and Cell Coj
Viahility and Cell Col
Viability and Cell Coj
Viability and Cell Coj
Viability and Cell Coj
Viability and Cell Col
Add to Report +
Print...

Print with Plots...
Create PDF Reports...

Approve..,
Properties

Viability and Cell Co o2 Report Generator - 13 files T ®

20200302-0002-c-CHO-S P2DZNO D
20200302-0002-c-CHO-5 P2D2NO D

30200302-0003-c-CHO-5 P2D2 NO D
20200302-0003-c-CHO-5 P2D2 MO D
20200302-0004-c-CHO-S P2D2 2X DI
30200302-0004-c-CHO-5 P2D2 2X D [ movebown_|
20200302-0005-c-CHO-S P2D2 2X DI
20200302-0005-c-CHO-5 P2D2 2X DL
700502 0o CHo-5 P2 2 bl —_Remeve |
20200302 -0006-c-CHO-S P2D2 2X D
20200302-0007-c-CHO-5 P2D2 4% DI _ Removel |
20200302-0007-c-CHO-S P2D2 X DL
30200302-0008-c-CHO-5 P2D2 4% DI

Report

[ To Clipboard |

Show
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File Browser and Mass Import to the Plot Manager

Master Row: [0

To mass import files to the plot manager,
first open the plot manager by going to
Tools>Options

Then, follow the previous steps to open the
File Browser and highlight the data you
wish to analyze

H P Type here to search

-
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o eld

@ ChemoMetec MucleoView M

File

Plot Manager
Protocol Adaptation Wizard

Report Generator
Create PDF Report ...

Options ...

== File Browser - C:\Users\Public\Documents\ChemoMetec\NucleoView NC-200\results

Today
Last 7 days
Demo

Master fles

February
&) March

2
April

Name

[ Protocol

[orir

e

# 20200302-0001-c-CHO-

20200302-0008-¢-CHO-.
20200302-0008-¢-CHO-.
20200302-0003-¢-CHO-.
20200302-0009-c-EHO
20200302-0010-¢-CHO
20200302-0010-¢CHO-.
20200302-00 11-¢-CHO-.
20200302-0011-¢-CHO-.

Vizbility and Cell Count As

iabilty and Cell Count As....
pability and Cell Count As....
Viabilty and Cell Count As...
Count As.
Viability and Cell Count
Viabilty and Cell Count As....

iabilty and Cell Count As....
viabilty and Cell Count As....
Viability and Cell Count As....

iabiity and Cell Count.
Viabilty and Cell Count.

Vizbilty and Cell Count As. .
Visbilty and Cell Count As...
Visbilty and Cell Count As...

ibility and Cell Count As....

Vibility and Cell Count As
Vibilty and Cell Count As

viabilty and Cell Count As...
viabilty and Cell Count s....
iabilty and Cell Count As....

Agridine Orange (A0) stai
Acridine Orange (A0)
Acridine Orange (A0)
Acridine Orange (A0)
Adridine Orange (A0)
Adridine Grange (A0)
Agridine Crange (A0)
Acridine Orange (A0)
Acridine Orange (A0)
Acridine Orange (A0)
Agridine Orange (A0)
Adridine Grange (A0)
Agriding Orange (A0)
Acridine Orange (A0)
Acridine Orange (A0) stal.
Acridine Orange (AO) stai
Acridine Orange (40) stai.
Acridine Crange (A0) stai
Acriine Orange (A0) stai
Acridine Orange (A0) stal,
Acridine Orange (A0) stal,
Acridine Orange (AO) stai

Tools

View Help
] Result
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File Browser and Mass Import to the Plot Manager

Then simply drag the highlighted files into the blank
File Browser and everything will load automatically
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== Plot Manager

Master Row: |0 99.1
0

gt Tkl eestens " et " asilens k4" =
o
v = =
§ o a 13
2 Live {oslisiml)
@ = £ b
2 E g D= (oells/ml)
o —_ al I/
b o @ z [Total (celis/mi)
o £= £ £
I i E a E -
o Q =
e g = e
g &l - -
8 ] ] E
ST o = ; -
2 @ 100.0 10.0k 1.00M 100.0 0.0k 1.00M 126 254 583 102 183
L AD - Intensity DAPI - Intensity AD - Cell diameter (um}
o " | ostesiNone " Gateefri E|"  Gates]Nong] B (= [}
= v - = Gate & results
g & & . [Viabiity (%}
= = Live {osilsiml)
g g E Desd (cells/mi)
o = al ls/mil)
b - @ F [Total (oells/mi)
o g= g £
I Te s 1
[} T =
y Q % gs
a *y EE] g
g 8| ° i
= 9 g
g 2 8
g o o I3 o
g & 10.0k 1.00M 00.0 10.0k 1.00M 125 254 583 102 183
[ AO - Intensity DAPI - Intensity AO - Cell diameter (umjp
5 o = " Gates[None] " Gates[Pt [|"  Bates[None] = ]
g v |5 =
= ]
o =
2 g g [342E4
o - al (calls/mi) STER
@ g gm 5 [Total (celis/mi) |2.97E8
& o o <
I B 5 £
o = =
g [=] % gs
= Ty Sy e
=1 E @ =
8
8
& o o
2 g 8
a = o
g ﬂ =
g L& 100.0 10.0k 1.00M 00.0 10.0k 1.00M 126 254 563 102 183
P AD - Intensity DAPI - Intensity AD - Cell diameter {um)
0 " CaesNons " e " CatesiNone -
-4 L‘ Gates[None] tes[P! tes[None] & [
: s :
8.5
=
H 2 43456
Q g g Dead {oells/mi) 4.8TE4
o — = =/ SE5
b o @ z [Total (celis/mi) 4.35E8
o £= £ £
I i E a E -
o Q =
o Loy o an
o 2 ag a
s #| - -
e = “
o @ N 2
g ol < : -
8 @ 10.0k 1.00M 100.0 10.0k 1.00M 125 254 563 102 183
L AD - Intensity DAPI - Intensity AD - Cell diameter (umj}
E = Gates[Manz] = Gates]F1 = Gates]Nonz] =
= =] Gatze[Nonz] [ tes]F ] tes[None] 5] [}
= v = =
g & & . [Viabiity (%}
= = Live {osilsiml)
g g E Desd (cells/mi)
Y i T
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— Best Practices
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Technology that COUntS /

Best Practices

» Use at least 200uL of sample, if you must use less, be
very very careful to avoid bubbles!

» Make sure your sample is well mixed!

* Please ensure DMSO concentration is below 5% or
viability results may be skewed

=
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Technology that co unts

Best Practices

» Make sure to always load from the same part of the
sample tube to ensure consistency

* It is easiest to do this by placing the cassette at the
very bottom of the tube

» Depress the plunger until it is flat and even with the
top of the cassette

=
‘ l
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Technology that co unts

Best Practices

Insert your cassette into the instrument until you feel it
“click” past the ball bearing, locking it into place

After a run don’t forget to remove your used cassette
and properly dispose of it!

>
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Technology that Counts

Best Practices

After a run it is always a good idea to check for
bubbles

If a bubble is present, the sample must be re-run as
the count will be inaccurate

It is also a good idea to check the gating of your

sample to ensure the majority of your cell population
falls within the gate

www.PlymouthMedical.com
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Best Practices — Using Other Built In Assays

Aggregated/Adheren Whole blood or
t cells (% aggregation | other RBC containing
>20%) samples

Cells Grown on
Microcarriers

Normal Suspension
Cells

Sample Type

Viability and Cell
Count — Aggregated
Cells Assay

Viability and Cell
Count —A100 and B
Assay

Viability and Cell
Count

Viability and Cell

Protocol to Use Count — Blood Assay

Lysis Solution to Use None Solution 10 Solution 17 Solutions A100 & B

Ny
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Microcarrier Cultured Cells

Reagent A100 Reagent B added
added

o o
e —

(1 "1 {1 il

\?ﬂ \U )

Microcarrier 1
suspension
sample

v

Load cells in Via-1
Cassette™

\ Run sample in NC-200™

‘j‘

e —
/ .

No reagents added
Load cells in Via-1 Cassette™
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Topics for the Day

— Gating Changes
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Gating Changes

For some cell types, you may see a shift in the
cell population on the AO scatterplot.

This is especially prevalent in patient samples
as real world cells tend to have more variability
than cultured cells

To ensure that your counts are as accurate as
possible as well as reproducible, we
recommend changing the gating in these cases

N\

PLYMOUTH
MEDICAL

AT - Areas

0.az2

ny

100

i

2.85

Gates[Maons] (<]
&
/
jr' P1: 81 %
7
o
100.0 10.0k 1.00M
AQ - Intensity

A0 - Ares

0.az2

T

100

Gates[Maons]

NG

284

T

100.0 10.0k 1.00M
AD - Intensity
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Gating Changes

First you will want to bring
your data into the plot
manager

This can be done by either
right clicking a single data
file and selecting “Show
Data” or by opening the plot
manager in Tools> Plot
Manager, and dragging
multiple files in from the file
browser

Ny
PLYMOUTH
MEDICAL

www.PlymouthMedical.com

W LNEMOIVIETEC INUCIEOVIEW NL-ZUU
File Tools View Help
B8 Image | (7] Result

Data folder and files

20180817-0002-c-29
20180817-0003-c-29
20180817-0004-c-29
20180817-0005-c-29
20180817-0006-c-29

[N
Protocol 4]

|Viability and Cell Co
[V|a1-Cassette

Show Data
Show Raw Data

Reanalyze Image File with Selected Protocol

Add to Report
Print...

Print with Plots...
Create PDF Report...

Approve...
Start Protocol Adaptation Wizard

Properties

Sample [ul]

Dilution [ul]
Vial: | 200 | 0

Multiplication Factors

1#1.00

Sample ID Operator

{293-1 [NucleoCounter

) RETURN l Total cells/ml 1.86E6
Viability % 91.0

Diameter um

14.8

|

[:\Documents\ChemoMetec\NucIeoVnew NC-200\results\20180817 j

20180817-0001-c-293-1cm

53

"*Q—
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Gating Changes

== Plot Manager

Master Row: IU_ | ;J Ei H |_

g1 3l |" oatesiNong) BI|®  Gates[P1) B
: : w Moz =
Once the plot manager is open, double click on the 9
m o X o
scatterplot you wish to edit to enlarge it % ] = ’;:fi 2 .
%' £ .’f Ba) A
o o P1: 81 % T P2: 1 %
z - g ,s"é 3 =1
% L E '|-."i § .
% \-‘1 1000 10.0k 1. 00 100.0 10.0k 1.00M
- AD - Intensity DAPI - Intensity

\ <
'
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/

- X
Gatlng Changes u Gating Setup New Polygon  Mew Quadrant Selectsd Gate  BMP to Clipboard Cancel oK
Begin by double clicking the gate to turn it red and .
give it little handles on each corner
8
i e
= b
A:} s+'+
o !‘
o «
2 £
g’ P1-AQ gate: 80.5 %
. »
3
‘ - 100.0 10.0k 1.00M
*] AD - Intensity
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Gating Changes

Begin by double clicking the gate to turn it red and
give it little handles on each corner

ki

100

Using the handles, we can drag the corners of the gate
to a desired position

1.6

A
+
* P1 - AQ gate: 80.5 %

0.02

285

. -

PR 4
+

e

100.0 10.0k 1.00M

N
‘j A0 - Intensity
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—

s

]

]
Gatl ng Ch a nges u Gating Setup New Polygon  Mew Quadrant Selected Gate  BMP to Clipboard Cancel oK

Begin by double clicking the gate to turn it red and
give it little handles on each corner

a7

100

Using the handles, we can drag the corners of the gate
to a desired position

Once the gate is placed, you must click in the white 2
space to de-select the gate and save your changes
3 il :‘ﬁc;: gate: 59.3 %
.
E

\ - 100.0 10.0k 1.00M
‘j AQD - Intensity
PLYMOUTH
MEDICAL
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Gating Changes

- b
u Gating Setup Mews Polygon  Mew Quadrant Selected Gate  BMP to Clipboard Cancel oK

To copy your gate to transfer it to your DAPI channel, :

click the gate once to turn it red without handles, and 5

then right click it to open a small drop down menu : }f‘

:fs;"
r
From here you may copy the gate and then press OK LI e r——
. . . Q ells Inside Gate to Image Overlay
to save your change. This is just a temporary save, the Add Cells Outsde Gate o Image Overlay
. . Show Info About Selected Gate
gating changes as a whole must be saved in the plot =
3] F!-'l:s'-_ 0 gate: 99.3 %
manager L
5

‘] > h A0 - Intensity h
PLYMOUTH
MEDICAL
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Gating Changes

To paste the gate in your DAPI channel, open it by
double clicking, and then right click in the white space

Paste Gate

Show Gate Counts

This will open a small drop down menu that allows you
to paste the gate in.

N\
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DAPI - Area

nr

100

NG

0.02

285

Gating Setup

New Polygon New Quadrant Selected Gate BMP to Clipbeard Cancel

oK

P2 - DAPI gate: 1.9 %

100.0

10.0k
DAPI - Intensity

1.00M
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/

Gating Changes
u Gating Setup MNew Polygon  Mew Quadrant Selected Gate BMP to Clipboard Cancel oK
Once the gate is pasted, you will need to adjust the
default DAPI gate to match closely with the pasted
gate. =
To make your data look cleaner, you may then delete L
the pasted gate by clicking it once and pressing the :
Delete key on your keyboard ‘
=i Delete Seleced Polygon : X

Exit the gate window by pressing OK Doyouwantio delete polygonP3?

= Yes [ . MNo

‘j 100.0 N 10.0k 1.00M
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Gating Changes

Now that your gates have been applied make
sure you save your changes by clicking the
floppy disk icon at the top left corner of the
data row

To copy your gating to multiple data sets at
once to ensure it is a universal fit, enter the
changed row in the master row field at the
top of the window and hit apply.

N\
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== Plot Manager

Master Row: |0

| Save post processing file

gt "HI|"  ostesiNors) B|"  estese B["  GatesiNons] e
(o] N - Gate derived results
o TSa\re post processing filel Pt - Wiability (%) 9.2
g 2 Live {cells/ml) 4.25E6
@ ] 5] Dead (cells/ml) 3 30E4
P = o z Total {cells/mi) 4.75E8
o E= Ea =
= = =
g Pl ] [
: Q =]
ki g % b g
g Bl - ”
g | 8 2
] o i o
[=J | et
o (=]
% g'l 100.0 10.0k 1.00M 100.0 10.0k 1.00M 128 294 583 102 183
o AD - Intensity DAP - Intensity AQD - Cell diameter {um}
s "l cstesNons) =] B|"  Gatesihons &|*
E v . = Gate derived results
Q - - - - 59.1
< =2 3 45E5
] L3 - 4TSS
% 'g_ g E_ 3.16E4
P @ F o X z Total (cellsimi) 14885
o 2= W £ E =
T = i oA ; t
= a j’r'P1:81% z P2 1% 58
o e I Ee g~
— = F =
a El = =
= o
g 3 : 2
3] o~ 17 o~
¢l -
= @ | 100.0 10.0k 1.00M 100.0 10.0k 1.00M 128 294 563 102 183
L AQ - Intensity DAP - Intensity AQ - Cell diameter {um}
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Gating Changes

Now that your gates have been applied make
sure you save your changes by clicking the
floppy disk icon at the top left corner of the
data row

To copy your gating to multiple data sets at
once to ensure it is a universal fit, enter the
changed row in the master row field at the
top of the window and hit apply.
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== Plot Manager

MasterRow: [1  Apply |

AD - Intensity

DAPI - Intensity

- Cell diameter (um}

] [ AstesINans] [ GateclF1] [ GatecTHaone] [
&t =] Gates[Mone] H Gates[F1] H Gates[None]
[3'] Gate derived results
I -~ = st —
= o fiability {35} 252
o = Live {celizimi) 4.2528
@ E 3 Dead (cells/mi) 3 30E4
& = m ) Total (calls/mi) 4.28E8
S E o ﬁ o ~
= = =
= ] = [
: Q = ]
] =g ag g
o El - -
[
(=]
o o o
= b i o
= & | 100.0 10,0k 0OM 100.0 10,0k 0OM 28 234 BAT 102 183
& AD - Intensity DAPI - Intensity A0 - Cell diameter (um}
2 "l|" catesons " Gt " GatesiNone] -
S v E E Gate derived results __
(&) . L
<L 2EER
= o o = 4 25EE
@ ] g 23054
%I - m o) Total {cells/mi) 42368
o £= Ea =
I = @ .
¥ Q = 2o
= g ag g
o [=1 [=1
o
g B
c o o
= | o i b
§ -l = -
= & 100.0 10.0k 1.00M 100.0 10.0k 1.00M 2% 234 EAI 102 183
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Optimizing Protocols

Once your gating is set and it reliably

covers your data set, you may wish to Bl e - X
ape_ . mage |[7] Resu Data folder and files
generate a protocol utilizing your custom CA— N I e
gating V| R :
20200302-0002-c-CHO-S F Show Data

20200302-0002-¢-CHO-SF  Show Raw Data
20200302-0003-c-CHO-S F
20200302-0003-c-CHO-S F
20200302-0004-c-CHO-SF  Add to Report
20200302-0004-c-CHO-SF  ppine..
20200302-0005-¢-CHO-S F

20200302-0005-c-CHO-S F
2NINNANINNNE.A.CHN.C T Create PDF Report...

[~ N
Protocol __I Approve...

lViabilit‘/ and Cell Count As Start Protocol Adaptation Wizard

Reanalyze Image File with Selected Protocol

To do this, first right click on the data set
you have adjusted and saved the gating on
and select Start Protocol Adaptation

| [

Print with Plots...

W | Za rd [Vial-Cassette Properties
Sample ID Operator
|cHO-S PASSAGE 2 DAY 2 [NC-200 Demo

ﬂ ’RETURNI Total cells/ml 3.48E6

Sample [ul]  Dilution [ul] Multiplication Factors o
Viability % 991
Viat: [ 200 [ o 14#1.00 D
Diameter um 12.5
\ >
PLYMOUTH
MEDICAL
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Optimizing Protocols

Once opened, you will be guided through
the protocol creation in four steps

Step one allows you to double check to
ensure you have the correct parent
protocol and data file selected

\ p
PLYMOUTH

MEDICAL
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== Protocol Adaptation Wizard

Selected protocol and image file

Image File .

Protocol

The selected protocol and its potential adaptation are displayed.

The selected image file name on which the adaptation will be based is displayed.

If the protocol and the image file is not that intended for adaptation, close the wizard and
select the correct protocol and image file before starting the protocol adaptation wizard
again.

Click on Step 2 to proceed.

" Protocol and Image Selected

-

|Plotoaol:

|Viabiiity and Cell Count Assay

|Inra-;a File:

|2-32-3>33'32-!)}D'-:>C HO-5 PASSAGE 2 DAY 2

20200302-0001 -c-CHO -5 PASSAGE 2D,

v Help
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Optimizing Protocols

Step two will allow you to import your
custom gating as well as any changes to the
analysis you have made

When first coming to step two you will
notice that the gating has reverted to its
default setup

== Protocol Adaptation Wizard =l X
Step 2
[V Help
To adapt a counting gate, double click on a scatter plot below to enlarge the plot.
x ‘/ f Click on the gate to select it, mark the corners of the gate by clicking on the gate again
/ _ A and move the corners of the gate by dragging the small squares.
; / The best position of the gate is where the cell population is clearly separated from the
L }»,f‘_"ff' debris. Make sure not to include debris in the gate or to place it too close to the main
Original Adapted cell population.
g ONE y_coneclly When the adaptation of the gate is satisfactory click “OK” in the upper right corner.

el Optionally setup data presentation in one row by adding the preferred scatter plots,

| o = histograms, table plots, markers, quadrants, polygons and tables. Note that changes in

!@ K one row will be applied to all rows.

! /’ / To select a master file, click on the row dialog (the gray area in the left side around the

i e 4 scatter plot and histogram buttons). A click on the row dialog again deselects it as

é ul * : master file.

! = Click on Step 3 to proceed.
|
a1 Y " Gates[None] L) Gates[P1] " Gates[None] '
] - e Gate derived results
5 = = - [Viabiity (%) 93.1
& 2 Live (celis/ml) 3 4568
2 g g Dead (celis/mi) 3.16E4
= = @ Fa g Total (celis/mi) 2.48E6
Q [ P2: 1% g
¢ 1% 2 &=
=) = o
g O
g 8 8
2 AI i 1.7 o
8 = =
§ fl 100.0 10.0k 1.00M 100.0 10.0k 1.00M 126 294 583 102 183
o AQ - Intensity DAPI - Intensity AO - Cell diameter (um)
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Optimizing Protocols

== Protocol Adaptation Wizard - O X
Step 2
vV Help
T « To adapt a counting gate, double click on a scatter plot below to enlarge the plot.
b . . . I . h x ‘/ I « Click on the gate to select it, mark the corners of the gate by clicking on the gate again
V4 [ f and move the corners of the gate by dragging the small squares.
TO rl ng yo u r C u Sto m gates I nl SI m p y rlg t I) s :’« « The best position of the gate is where the cell population is clearly separated from the
. R N debris. Make sure not to include debris in the gate or to place it too close to the main
S A‘dapt_‘?d cell population.
CI IC k 0 n t h e grey S pa Ce a n d Se I eCt Re I Oa d y. Gto f_Conecty « When the adaptation of the gate is satisfactory click “OK" in the upper right comner.
. i reails k] T » Optionally setup data presentation in one row by adding the preferred scatter plots,
POSt P rocessi ng 2 - = t histograms, table plots, markers, quadrants, polygons and tables. Note that changes in
!@ ' 71 v one row will be applied to all rows.
i~ ,&' / * To select a master file, click on the row dialog (the gray area in the left side around the
ig <m # scatter plot and histogram buttons). A click on the row dialog again deselects it as
P * - - master file.
- 4 — == » Click on Step 3 to proceed.
A pair of popups will appear to confirm you L]
= " " Gates[None] " Gates[P1] " Gates[None] ~
1 o ol Gate derived results
want to load the custom gating for both the : : _ . =
% z; = Live (celis/mi) 3.45E6
= o =] Dead (cells/mi) 3.18E4
AO a n d DA P I C h a n n e | S g Show Image @ 9 Tol:l (o:::r,\/ 2.45286
]OI: Save As Master... g = %
(Z’;, Reload Post Processing % o 2% §§
g & ° ' 1
o~ [’} [
g A‘ ~ Vv ~ i}
S .@ 100.0 10.0k 1.00M G 100.0 10.0k 1.00M 126 234 583 102 183
- AO - Intensity DAPI - Intensity AO - Cell diameter (um)
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Optimizing Protocols

After your custom gating has been loaded,
left click the grey space to the right of the

AO gate to select the row

Without selecting the row to be used for the

analysis of the protocol, the gating will
revert to default

www.PlymouthMedical.com

[V Help

== Protocol Adaptation Wizard O
Step 2
Adapt Gating and Setup Master File
T T To adapt a counting gate, double click on a scatter plot below to enlarge the plot.
x ‘/ f Click on the gate to select it, mark the comers of the gate by clicking on the gate again
/ v (f and move the comers of the gate by dragging the small squares.
) o | s The best position of the gate is where the cell population is clearly separated from the
i l;g:--,,,-' debris. Make sure not to include debris in the gate or to place it too close to the main
Orginal pagieg cell population.
y e ¢_SoRetly When the adaptation of the gate is satisfactory click “OK” in the upper right corner.
]z Optionally setup data presentation in one row by adding the preferred scatter plots,
Sl = histograms, table plots, markers, quadrants, polygons and tables. Note that changes in
g@ " 4 one row will be applied to all rows.
! /" / To select a master file, click on the row dialog (the gray area in the left side around the
Ll . & scatter plot and histogram buttons). A click on the row dialog again deselects it as
jul - : master file.
4 = Click on Step 3 to proceed.
|
%1 ” " Gates[None] R®[*  Gatesry BI|™  Gates[None] X" &
% et ~ Gate derived results
o = B - \Viability (%) 9.2
X b= Live (cells/mi) 4.24E8
2 2 8 Dead (cells/m)) 3.23E4
& 8 ] sim 2
= © = Total (celis/mi) 4278
g . P £
8‘ F & ) E
a o) g p8
§ Ty o g«
S g c :
3
3 o =3
5 il - i B .
£ ::J 100.0 10.0k 1.00M : 100.0 10.0k 1.00M 126 294 563 102 183
= AO - Intensity DAPI - Intensity AQO - Cell diameter (um)
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Optimizing Protocols

== Protocol Adaptation Wizard - O x

Step three will allow you to set a few
variables for your protocol

Adapt parameters ¥ Help

* Double click on the small table plot to open a large version.
The counting gates can be displayed in the plot manager after each run of the adapted
protocal.
IEGITP‘E:'W”E I_““_{ * This is recommended in a phase when evaluating and validating new gate-settings, and to
ikation Volume @

o Faamater Salection

[Shew count gates in Plat Manager e ]

ensure that the new gating can contain the normal biclogic variation of the cell line.

Th iS Wi | | Iet yo u a SSign a d efa u |t Sa m p | e Right ek i [ l : The default volumes can be changed and the output in the result fields can be selected.

Left result fiekd Viabiity % When the parameters has been changed click “OK” in the upper right corner of the large

table plot.

volume and dilution for the protocol +  Click on Step 4 o proceed.

You will also be able to customize the

: , B
three results fields you see on the main e
|D-i||.tio;‘."::::: I;:’:l |

N\

nucleoview screen after completing a

Top result fisld Totsl cells/ml
Middle result field Wiability %
C O u n t Bottom result fieki Driameter um

temp cmsu 20200302-0001 -c-CHOD -5
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Optimizing Protocols

Lastly, step four will allow you to give your
protocol a name and a brief description

Please ensure to save and finish your
protocol before exiting the window

For a protocol to be used on a 21 CFR
enabled instrument you will be required to
select the option Save and Lock, as only
locked protocols may be used on a GMP
instrument

\ p
PLYMOUTH
MEDICAL

== Protocol Adaptation Wizard

Save the adapted protocb!

£

f

| 4

4
i

-

IV Help

Change the name of the adapted protocol.

o Optional: Add a description of the purpose to the adapted protocol.

Save the adapted protocol.

Optional: The protocol can be locked to prevent further editing of the adaptations in the
protocol.

Click “Finish” when the adapted protocol is saved.

The adapted protocol is automatically loaded and is ready to run.

o The adaptation is not applied to the image file used for the adaptation.

-

temp cmsu 20200302-0001-c-CHO-S PAS

Title:

] Descriptive Title of Your Protocol

Purpose:

What kind of cells are you counting? Is this for a particular process?|

Save and Lock

Save As Save | Finish l

www.PlymouthMedical.com
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Topics for the Day

— Performing a Comparison Study

\ p
PLYMOUTH
MEDICAL

www.PlymouthMedical.com



https://www.plymouthmedical.com/

Technology that Counts

Performing a Comparison Study

When generating a new protocol, or evaluating a new
method it is necessary to gather data to show that the
integrity of your process is maintained

It is critical to evaluate both your methods
Reproducibility as well as its Linearity

Reproducibility — The ability of your method or
protocol to obtain consistent results when repeated. A
good measure of this would be your samples CV%

Linearity — The ability of your data to be described by a
linear function. This is critical to evaluate whether your
sample will be reliably counted within the linear range
of the instrument.

U

PLYMOUTH
MEDICAL
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/

Performing a Comparison Study

The first thing to consider when performing a : :;;:t i il
comparison study is the experimental design 100E08 | n7
Sarkar et al. put forth a method using a single sample f- -
taken from your culture, and then aliquoted into % //¥
various dilutions ﬁ /

§1,DOE+DS I ,/i
These dilutions are then run in triplicate for each § A
method under scrutiny, allowing the calculation of a g j/
CV% to compare the statistical reproducibility of ech /”
method | {
In addition, the average of each dilution triplicate can S eees  ioomos  1oomos
be plotted against its dilution factor to determine the Figure 2: A dilution range of s bead solution was used
Linearity of the method to compare counting in triplicates with the

NucleoCounter® NC-200™ and standard Burker-Turk

-
*] _hemocvtometers. .

PLYMOUTH
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Performing a Comparison Study

In addition to the sampling and dilution schema, there

: . ) : ]

are other important factors to take into consideration SockCal St
1.0 Dilution Fraction

when designing your comparison ek

Common Homogenous Stock Solution

FIF1 CIEIEIET B

0.1 Dilution 0.3 Dilution 0.5 Dilution 0.7 Dilution 0.9 Dilution
Fraction Fraction Fraction Fraction Fraction
. . . 20 22x10°cells/mL ~0.66x10°cells/mL "’1.1x10°ce|ls/mL ~1.54x10°ells/mL L 98x10°cells/mL
| -
Independent Dilution Fractions T L1 TILILT LI ] w ‘

T AN EATAT TR ATATAT AT ATAT %\v

Blinded random Labeling and randomized
measurement order

Obs 1

‘ 3 replicate
0bs?  opservations
Obs 3

per method

Automated
Manual 1
Manual 2

Automated
Manual 1
Manual 2

Figure 2. Schematic representation of the cell counting dilution series study experimental design.
Ny
\] Sarkar S, Lund SP, Vyzasatya R, et al. Evaluating the quality of a cell counting measurement process via a

dilution series experimental design. Cytotherapy. 2017;19(12):1509-1521.
PLYMOUTH
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Performing a Comparison Study

While performing the comparison study, a number of

]
other factors must also be carefully controlled to SockCal St
1.0 Dilution Fraction
ensure even and fair sampling between methods ek

/

The stock solution must be homogenously mixed prior
to sampling

| o o | o o o e s |
0.1 Dilution 0.3 Dilution 0.5 Dilution 0.7 Dilution 0.9 Dilution
Fraction Fraction Fraction Fraction Fraction
20 22x10°cells/mL ~0.66x10°cells/mL Lo 1x10°ce|ls/mL ~1.54x10°ells/mL ~1.98x105¢cells/mL
o W I I I O O N

pipetted by a qualified pipette

Dilution Fractions are well controlled and evenly = /&\/ \/ FATATAY \/H\J\ U ‘\/[ ! H I H le

Samples should be unaffected by the dilution process, égﬁii ormethod.
and most importantly, the diluent

Automated
Manual 1
Manual 2

Automated
Manual 1
Manual 2

Figure 2. Schematic representation of the cell counting dilution series study experimental design.

NS
\] Sarkar S, Lund SP, Vyzasatya R, et al. Evaluating the quality of a cell counting measurement process via a

dilution series experimental design. Cytotherapy. 2017;19(12):1509-1521.
PLYMOUTH
MEDICAL
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Practical Considerations When Performing a Comparison Study

Automated Manual 1 Manual 2

When comparing two methods it is important to take
into consideration what is actually being measured so
that a comparison may be drawn

Mean Total Cell
Concentration (cells/uL)

R

\

\

Trypan Blue staining for instance measures the ability
of a particle to exclude the stain from its interior, so
larger vesicles or apoptotic fragments may be counted
as a cell, skewing your count and viability

(cells/puL)

1

Raw Residuals (eg)

Florescence DNA staining however only considers a
particle with a nucleus as a cell, limiting the influence
of debris ”) 1]

((.’ :jmuull‘('d) (Ce”S/HL)
e
.

Smoothed Residuals

Measured Dilution Fraction (DF;""’“S“""“)

= tl"l;iurc 4. (Top panel) .\\:-.m of triplicate observatio
[ [ panel) Raw resid u
panel) Smoothe
\ model fit
Sarkar S, Lund SP, Vyzasatya R, et al. Evaluating the quality of a cell counting measurement process
PLYMOUTH via a dilution series experimental design. Cytotherapy. 2017;19(12):1509-1521.
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Practical Considerations When Performing a Comparison Study

It is also critical to consider the potential user to user
variation when deciding on a method to adopt

A B

Any subjectivity is a potential source of error, so for o] T lovel1 tovelz S ClforRatio  Significan
manual counting extensive training is required to T g T - Automated Manual1 (1004, 1054) ves
. . . . < R?  Automated Manual 2 (1.014, 1.050) Yes
standardize what is considered a cell and what is not 3 Manual 1_Manual2 (0976, 1040) No
Automated Manual 1 (0.132,0.769) Yes
] Pl Automated Manual 2 (0.173,0.728) Yes
~ A Manual 1 Manual 2 (0.447, 2.347) No

T J, T T

Automated Manual 1 Manual 2

Figure 5. (A) R? and PI summary statistic ( PIS***®) for total cell concentration measurements with error bars representing nonparamet-
ric bootstrap estimate of 95% CIs for PI and R?. (B) Table indicating statistically significant differences between methods for R? values
and PI values evaluated by examining the 95% CI for the ratio of R” values and PI values between methods.

\ >
l] Sarkar S, Lund SP, Vyzasatya R, et al. Evaluating the quality of a cell counting measurement process

AR via a dilution series experimental design. Cytotherapy. 2017;19(12):1509-1521.
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