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What are the three main

subsytems on the BD FACSLyric™?

Fluidics Optics

Electronics

& BD
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In BD FACSuite™ software, how
many fluidic modes are available?

¢ High*
120 pL/min ‘
Normal Mode | Medium I
60 pL/min

Low*
\ 12 pL/min

High-Sensitivity Mode*
50 pL/min

QLP“FF

*For Research Use Only.

Where are the detector arrays?

&BD
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What is the main purpose of the
electronics subsystem?

Photons

\\ « Photodetection

— | « Amplification Data
« Signal processing

Photomultiplier
tube (PMT)

& BD

Where can you perform quality
control tasks in BD FACSuite?

Setuap B OF QC Reports QC Tracking Avsary Setup) Reports  Conbiguratioen
|| Setup & QC Options: i‘(..—n-,.ﬁ-apna-u 3okt o
T Peformmce OC % || Last Chaesctenizabion QC (Naral Fluidics Mode) W Passed  LotlD: 17884  1/26/2017 307
| List Chasacturization QC (Figh Senitivity Fiuidics Mode)l: B Pamed (ot ID: 17384 17
CSAT bead ot ID 17884 (Expires: 2/28/2000) * | Lt Purdotmacce QU Nomsal Flusdics Mode) G Pamed  LotiD: 7884 27
| Last Pertormance QC (<igh Senstihaty Fuidics Mosle) O Pased Lot IDr 17384
: Select.. Last LW Update O Pussed  Lotl: 17884 b3
Last LNW Update: O Pacsed  LotiDi 17984 143072017 1131 AM
— ! ‘ Coatiguration Old CS&T... New CSET.. Completion_

Cytometer x || &-Biue 3-Red 3-Viciet

4-Blue 3-Red 3-Viclet A Assay Setup Summary.

A Status Assay Type Status CSAT Bead... Compietion...
Aubs Deteciad 6-Color Stemulation UD User-Defined o oK 17884 2272017 1045 AM
Universal Loader Door is Closed o Setap Sumnary

0 fldcs |‘  Tube Settiogs Setup Summary :

0 Lasers Tube Setting Type Status CSAT Bead... Compietion...

|

| §-Color Stmmulabon  User-Defined B oK 17584 2212017 1045 AM

| Lyse o Wash 20 ok 17884 2212017 1035 AM
Lyse Wash ) o oK 17884 2/2/2017 1035 AM

&BD
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Which workspace allows you to import
bead and reagent information?

& BD
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15



B EERHEF

Bl % T A8 Sy BRI 2
% [Tleeoc ™ & [T & [T %

EEEITERIR - ERREH |
*  RCAIRHE BD FACSLyric 4HAE I HTHE -

o [EREAGCERTHIRUHIIEE -

16 B 1B AMEATER 23-20042-00



SE : RS

FRFIIANT » BUH 2% - DURECRIR RS SRS O 0 I SR Bt sk 48 11 H S BUB AT ES NAV VBT B % -

SR b TS L RFEIRUH 24 - Z1%%K > HIEHE A BD FACSuite Ui NATEE S E UL THAE - AIFEARIER
RIBLFAAVAERAE R - 55 AR 18 AV E A T BRHS R R AT -
BITFERAH
1 WEREEKAL -
a  HREHE - R -
b FEREE -
SR LEREEAAY 5 AFHE 1 B RS E BT - S50 500 ZEFHHTFEEK
2 EEMERAEEHAEERVFICE L -
3 HEHTEFHFER ARG ER -
o EFHELGE -
B 110 VIR T R = AN ol e P S
o BIRRKERH -
o BHBALA 20 S EEIVIRH -
4 FEOFFIBAHER -
BEHA - EHE
TREG B - BDISH#L
5 BHECIEE A BD FACSuite #A -
IR5% : student
A ¢ lyric
6 EBEFELFEL NAEENSKE Connected TRREEG: (@ comec=e ) WERIHHS CLEAAAE I T EEIELR -
T TIREREA AV RIEE A & B BN ERUTIER -
7  EEEETEEA TAKRENSKE Fluidics ARRERIR (@ Audes ) HESDRAS 24 EL5E4E -
23-20042-00 BD FACSLyric #:/F BRE&KEHE

v A=—="1

A e

17



SE el EIHE R

FEEHEGE T - AR AR IR R s E R R E AT BUHIFE

WL AREECERTHIRIPTME &R - 55 R BD FACSLyric 25247 °

18

TEEEEE Y] » 583 Tools > Preferences ©
Preferences %6 BRBHRYL
BEE BN AT Hardware ©

1£ Cytometer Startup Schedule T ° 4% Preprogrammed Startup °

HIETRUFIRFAE -
a EERE MRWRAVEREE

b HHETERRAVEUTRER o ST IEMEAVBUHIR - A DISEBUERTEEED -

FLEEHERE, AV (R RAPH ST B -
SRR /K AL R S S PR R AL

B 1 BT 2AEAER

Cytometer Startup Schedule

 Preprogrammed Startup

Monday | -0
Tuesday | D

¥ Wednesday | g.30 aM =@
¥ Thursday | g3pam =@

Friday | =@
Saturday | ]
Sunday | @
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wizh O

Futt Dt s

BD Horizon™ APC-R700 720/30 705 LP
BD Horizon™ PE-CF594, PE-Texas Red® | 613/18 605 LP
GFP 510/10 510/10
YFP 545/20 535 LP
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a ¢

b M

c  Setup &QC.
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4 f£ Setup & QC TEl&W » %% Configurations &5 [ - FARUEESATTHYEERRT > AAEAE = (H TEIPYI AT (L
B o HUN FITC JE4EEERS -

BD FACSuite #ii8NEEth (488 253 ) FSC &) 9 PMT D FfEAr B R (T 2

a ZEHER

b X,
c [

5 HEHOLERIEN o ARE LOEEERT o i DIKEVE R T EHEHEIRE EAUT - AMRIBUERSSF BT -
FENSSIEIRHTITAY LED B2 (e ?

a e
b &t
c 4t
6 ERERHESINATEEER (M) - EEEE - ‘
BL#EE Acquire Data in Experiment ° a« »
Acquire
BRI TR EE 7
a _‘i Acquire Data in Worklist..,
b W%
c =%

7 B DIKGUEASE( SR [ > SRR BEEE Preview -
e RAVUIMEEFRLGETEE 2
a AT ESIRAE R O 5D AL —a
b WS TRE C
¢ RRARGURERE T
8  HiE Stop - ABKEETLEERE LEUT -
SRR AT LED ST EBEE 2
a JERHIG > ARkLkE
b 4 KRG
c 4l ZREEE
BB IR |
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b MR
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What is universal setup?

An automated system that establishes and maintains
instrument MFI target values on a single instrument using...

BD FACSuite™ Software BD™ CS&T Beads BD™ FC Beads
——— T Al R
—— 2 . S &
B e

© 8D FACSLyrc

— & BD
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Why is it important?

« Allows for reproducible and consistent results.

« Eliminates the need for daily compensation.

« Creates settings that are easily transported from
instrument to instrument.

GED FACSLyic

& BD

How it Works

Select a task.

Establish PMT
voltages.

Measure
spillover values.

Characterization QC is
the initial setup task.
Other tasks ensure all

settings are updated.

CS&T beads are used
during setup tasks to
establish PMT voltages
that will place cells at
the same target

everyday.

FC Beads are used to
measure spillover
values that are used in
reference settings.

FIHET BEARE

23-20042-00



Setup & QC Options

—— ]
Add Fluorochromes
Assay / Tube Settings Setup
Assay Setup Reports: Characterization QC |
CS&T Bead Lot Transfer
Laser Setup |
Performance QC
Update Reference Settings

CS&T bead lot ID:

Universal Setup: Setup and QC Tasks

Characterization QC (CQC) Beads
+ Determines initial cytometer CS&T
performance.

Performance QC (PQC)
Measures daily cytometer CSa&T

performance.

Assay and Tube Settings Setup
(ATSS)

Updates user-defined settings

based on daily performance. cs&r
Update Reference Settings
CS&T
+ Re-measures spillover values. and
FC Beads
am
W BD

Every 6 months

Every 60 days

Universal Setup Workflow

Daily

Prepare CS&T beads

Prepare FC Beads

Prepare CS&T beads

Run CQC

Run the Update Reference

Settings task

Run PQC, then run ATSS

Review results

Review results

& BD

23-20042-00 BD FACSLyric #F B2 6EH
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Characterization QC

Characterization

What you see...

Setup Tasks
Normal Fluidics Mode
Cytometer Initializaticn
Laser Alignment
(_ Laser Delays
@ Eeacs ldentification
@ Determine Characterization Values
@ Determine Performance Values
@ Determine PMT Voltages
High Sensitivity Fluidics Mode
@ Laser Delays

@ Determine Performance Values

QC (CQQ)

What the software does...

+ Performs laser alignment

« Defines initial %rCV,
linearity, and sensitivity
values

« Determines initial PMT
voltages to place the bright
beads at the following MFIs:

~120,000 for scatter channels

~100,000 for fluorescent
channels

&BD

£ 3BT HARE
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CQC Report

Cytometer Characterization QC Report
4-Blue 3-Red 3-Violet
Cytometer: BD FACSLyne User; Aty Uker
Cytometer Name: M Trattton. None
Tl Pamter [Feul s )
Shadics Mode: Normal
Lt Ovaractenastion & QL 2017 251 P
(u-hdn:h:-r-t_-ﬁ;m 4 vnn ' a *I.;l—h;lﬂhd qq/mu um
Target MFI and %rCV values
SUMMARY: PASSED g . o
I Linearity and sensitivity values
DETECTOR SETTINGS 1
[ PMT | BightBesd | MidBesd O Boad || Linearity {2 3%)
!hlmlmlmwl‘;“'mlm mlw ml«v sl ol g m}:uﬁ{-
LR SRR [l oo D ST USR] |NEREN| IRRLE) oo buicaicos o | |
LASER Blve (Wavrlength - 488nm)
x "o . . [ s 00040 §100 358 o8 120 643 as 190 os ‘y_‘ Na e N Pk l!!b
_i. S5C " +3 13 A0 | 83287 B121L %0 16 123 300 16 6423 s &‘n ﬂl 1514 3 &l A
_L mc S0P | S2a2 -] A168 | A661) E_ull L6 2663 w A 27 124 29605 a2 185 73 160
al ve lseop [sea| [ sess [asers lacospol 12 [2sae | ey [ ave | 1a0 § 155 f2ogoes| 1290 N 182 | 6268 | 14
X Clﬁ:5 NP | Too/s4 L] 702 | 27287 | Y 21 260 °3 s 24 L 20m| 2 202 »2 "
X PECYT | AP | T8NSE A 6250 | soa § 9590) A8 1253 193 25 422 24 [2%4%0] 2004 183 CLNY 1
3805 | w0 | wse [ 1es v [oomme] e Wies [ 08 [ o0
1916 6l Rl | 134 15 pr vl 1 206 7 La]
e | o3 T Y [THEFTTTIETTE FTERETEET
30 Jioe sorve | ws | 7ev | o3 N 30 [ooeive] 350 Waao [ 720 T a2w
2sa1 | v2 | an | no N e [oomasa] s None | ses | em
mmmnmm 100311 {251 | a3 | w2 | 509 B us4 [2msoe| iies W 223 | 95 | @

&BD

CQC Timeline

Performed by field
service engineer (FSE)

Re-run by Admin
user

* Every 6 months
e Using CS&T beads

& BD
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Exercise

1. Import bead lots.

a. Download bead lot file(s)
from the website.

b. Import file(s) into the

library.
2. Run CQC.
a. Prepare CS&T beads.
b. Run CQC.

¢. Review results.

& BD

F 3B BHRE
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&E  FEUEQ

NI AR S AR A TR LAE o KREL DAY LAF L nTRER A R T -

#®31 wmORELF
TIfE IRF i B2EA HRE
VA —ilt CS&T Ak PRI RS RIS — L ORE | B ZohE
BITHREUE QC T ~ 7 6 M H — eGSR BgER | ERA HELLK QC TIEE
e B R AR EHE Tools > Administration
HThE BB B IR SR R EHE Tools > User
Management

B A—HE CS&T #85k

EEREE > E(ERE R CAC R T

WeE BT N EEHIIERE 2 - SR http://lwww.bdbiosciences.com/resources/facsuite

BLEEFIZX Beads and Reagents » ZR{£%L35E CS&T °

e o
1 7EBIEESIN - BE2E Library -
2
3 #EE File > Import °
4 BEZE CS&T fBkALMEZ - 78&RE Open -
R AE R Z EREN -
23-20042-00

BD FACSLyric #F B2 6EH

SERHE ARE Al H &k

Library

» Assays

4 Beads and Reagents
CS&T Beads
FC Beads
Reagents

Trucount Tubes

43




fHEE QC

b QC (CQC) EEkNER NI RIS HVAIHEIE - DUER BRI T ERAIERE -

Rt QC TIF(E{5Hh BD HE&MIEH A EWAHIEHEI T -

s EHEBAEART R CQC

#f# BD FACSuite CS&T WHIFEHER

1 fF12x75 2kAEVE L5 T CS&T -
2 USRS CS&T WER/INVE »
3  EBIREE 194 H EHIFRIMCEFHRER
4 (FRHAEDEREERE
#ITREIE QC
1 RSN - BEEE Setup &QC © FEHEHF » 5575E1E Setup & QC ETIFE  setup & 0C Options
% ° Characterization QC >
Add Fluorochromes
2 7f Task IHREFR I - #EfE Characterization QC - Assay / Tube Settings Setup
3 i CSAT MERMEIURIL & IF6E - CET e ke
r Setup
4 PRI CS&T MERSE ST BYEE |- 274558 Start - i —
BD FACSuite ¥AS & TIERVEFANE I RIE Setup Tasks AR
A o &Rt ]SRN A SE R ARy Hp—(E2D B -
SERCRHEIE QC YT AR % » SERRHVEEE THERIRL » WA B~ E S C&IEF TR TIEEE S A -
5 EhE Continue °
6  ERSE Yes o ffRdiE: o HI > BEEE No -
7 HUT CS&T ket » &4 DI K\ E e FEER L -

44
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3% CS&T BBkt

Bl TAEFEAE SR A BT —Ht CS&T BRI T - AE(E T —3t CS&T MEkpIs TS (8 T/E R e S A E N E
BEALEHE @ MAREESITHN CQC » HFFRAM CQC L&A Ik -

= AP S ELE AR RN S A B RV ENE -

E N FERNERT - TER=EELE 1 it CS&T BT CQC - CQC £XUAT » An] LIFTHEF 2/ CS&T Mkl Bl
2 #t o

BT CS&T ik

#i17 CQC HEZCHRS #i{7 cQC
5 14t (AT ) 2 4t
| >
I = 0 TR Sy i = 6 A
CS&T kR
5 2 ik

YRt CS&T PHERELLVALER RHIHA -
H(EES ST ARERE -

F 1t

BATHRERAE X BATRRERAE K
L E2 L e

L AN

%34t 24t

BATHERIL R
L2

24t

23-20042-00 BD FACSLyric ¥&fF EF 24 % 45



BT CS&T WERALREE TIE

1

2
3
4

46

TEBIESN - B Setup &QC ©
1f Task IHEEF I - #84% CS&T Bead Lot Transfer -
HERREE VAT A RER L R AR TR IEHE - ZR1% BEiSE Start »

REEFHTIVE CS&T BRI AR E I ETFEER L > A RES
##E Continue °

HERPERES - FERTEVEEIT - AREERITHET CS&T Bt
RemelERAETBER L -

WS S 1 E BRGNS -

¥EE Yes o No @ iR -

F 3B BHRE

Setup & QC Options

CS&T Bead Lot Transfer ~
46573 (Expires: 9/30/2016) ~
86627 (Expires: 4/30/2016) ~

| New Lot... |

23-20042-00



Bt BRsE

1 &%

HITFHEIE QC?

2 IREFHREAL CQC RAATHEHA CS&T WERHLR - MEZEE ?

a
b

c

23-20042-00

LURTHYERIL R BT THTHY CQC -
/&5 BD °

T CS&T (WERHEREERE TAE -

BD FACSLyric #F B2 6EH

47
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54 BT

R EE

SERCGE(EETTR - RAES -

o SRUIMHIEIE -

* JEFE BD FACSuite #uigbR FIAVEE (R

o HHr Lyse Wash 2 F 3 EfH -

23-20042-00

Spectral Overlap

L= ]
. E— B ]
e /\ PerCP-
| Cy™5.5 PE-Cy™7
el | A
&34
Bd

Wavelength (nm)

&2 BD

BD FACSLyric #F B2 6EH
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Spillover

o
f-
O ———
erCP-
y3.5 PE-Cy7
\ PE
\
[ |FITC \ \.\
/ \\
/ N
/J R
& %00 1) " (5] 00 ™ 1) L)

Wavelength (nm)

FITC Spillover

& E] - E] ™ w C]
All Events
i ATC
" Statistics
=
& 10’ ynlabeled I
FITC Stained Control:Unlabeled 55
o | R FITC Stained Control:FITC 2,691
0, e 3
0 o
100 10 100 w0
' ATC-A

&BD

% 4 B mEEREE

23-20042-00
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Compensation

The mathematical process by which the fluorescence values
for the primary detector reflect only the fluorescence of the
intended fluorochrome and the fluorescence from any other
fluorochromes is removed.

All Events
o L FITC
3 . Statistics
a o
G Fs /
E. * Unlabeled
9 “ * FITC Stained Control:Unlabeled 55
5 R FITC Stained Control:FITC 2,691

N
ATC-A
All Events
b FITC

b5 . Statistics
J{Ef L]
w -
% & | untabeted
o
E ‘ 'ﬂ‘ i FITC Stained Control:Unlabeled 34
8 | FITC Stained Control:FITC 35

e & BD
FATC-A

Compensation Terminology

Correctly
Undercompensated compensated Overcompensated
FITC Positive FITC Positive FITC Positive

PE-A
PE-A

< 5 1
s /
FITC Hegatife FITC Nepatije FITC Negati)

o re
FITC-A FITC-A FITC-A
Statistics Statistics Statistics
Lyse Wash_FITC:FITC Hegative 7 Lyse Wash_FITC:FITC Hegative 19 Lyss Wash_FITC:FITC Negative 17
Lyse Viash FITCFITC Positve 707 Lyse Viash_FITC:FITC Positive 19 Lyse Wash_FITCATC Positive  -153

FITC Negative 13 FITC Negative 9 FITC Negative 8
FITC Positive 3,119 FITC Positive 9 FITC Positive -250

&BD

BD FACSLyric #F B2 6EH
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Tips for Accurate Compensation

+ The fluorescence spectrum (% spillover) of the
compensation control reagent should be identical to the
reagent used in the experiment.

For example, do not use Alexa Fluor® 488 to compensate FITC.

« If a separate negative control tube is used, the cell/particle
type must match that of the positive control tube.

For example, do not use lymphocytes for the negative tube and
monocytes for the positive tube.

+ Positive populations should be relatively bright and on
scale.

+ Collect enough events to get statistically accurate numbers.

In other words, do not use a rare marker as your compensation control.

&BD

Choosing a Compensation Control Type

Use cells if...

* Your cells are expressing a reporter protein,
such as GFP.

« Your cells are stained with a fluorescent
dye, such as PI or 7-AAD.

« The species of your antibody differs from
available BD CompBead choices.

Use BD™ CompBeads if...
« You have low sample concentration.
« You are looking for antigens that are rare or

e w g
::-g_, @ variably expressed.

52 % 4 B mEEREE
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BD™ CompBead Particles

Use the same antibodies as the experimental samples

+ Conserve the experimental sample

Create bright and uniform positive fluorescence peaks

P1
1000
|
BD E
CompBead BD g
negative CompBead
control
|
|
P} -
J 1w o w 1 bt 10*
o PE-A
& BD
ibih All Events o All Events
250 % . L
A )-'9 &
200 200 e L
< 150 < 1% !‘j
= 100 b 100 >, 18
50 5 P
0 ' -
t 55 14 150 208 750 a SO 10 150 20 ]
1300 %0
FSC-A FSC-A
M 200
150 f " |
| 0 ‘
A ) \ ~ 500
+ 100 | ( 3
E [ \ 3 s
3 | / < ‘
[N -
E \ \ wl [
| I\
/ \ woq [ | ‘
/ \‘\' / J
S 0 e
D‘E = ER 0 04 10 _E]‘ -10° 0 107 10 104
T CD45RA PE-Cy7-A PE-Cy7-A

23-20042-00
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What is a tandem dye?

Energy
transfer

—

Unked

Donor Acceptor

Tandem Dyes Are Special

Experiment: 3 cocktails, 3 different APC-Cy7 conjugates

(o] (5] <r
O m) 0

Compensation control: CD3 APC-Cy7 used for all cocktails

o Q O
o o o
< | &ﬂ < - <. i
CD8 APC-Cy7 CD3 APC-Cy7 CD4 APC-Cy7

Compensation control: lot-specific controls

APC
APC
APC

‘mﬁﬁ—. ¥ m@— :

CD8 APC-Cy7 CD3 APC-Cy7 CD4 APC-Cy7

& BD

% 4 B mEEREE
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Lot-Specific Compensation

Lot-specific compensation can be assigned when creating new
reference settings or adding a fluorochrome to an existing
setting.

Create Reference Settings O x

Select the controls and lot IDs that will be used to create Reference Settings.
Qick Add or Delete to modify which tubes to run.
Acquisition will start when Next button is clicked.

CS&T Beads
CS&(T Bead Lot ID: 17884 (Expires: 2/28/2020) ~
Control Tubes
Fluorochrome Control Type Label | LotID | Unstained
FITC * FCBeads ¥ Generic 443331 (9/30/2018) ~
PE ¥ FCBeads ¥ Generic 443332 (9/30/2018) ~
PerCP-Cy53 > FCBeads ¥ Senenc §67712 {12/31/2018 ~
PE-Cy7 ~ CompBeads ~ CD45RA - 346873 (5/11/2018) ~ - I
APC v FCBeads ¥ Generic 667711 (12/31/2018] ~
APC-H7 ¥ FCBeads ¥ Generic GOBA967 (4/30/2018)

& BD

How does compensation work in
FACSuite?

« Setup and QC tasks re-calculate compensation based on
daily cytometer performance.

+ When PMT voltages (PMTVs) are adjusted, compensation
values are re-calculated.

+ Spillover values (SOVs) need to be re-measured every
60 days.

& BD

23-20042-00

BD FACSLyric #F B2 6EH
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Classical SOVs and PMTV

SOV FITC—PE = 10% 20% 30%
PMTV(rey= 500V 500V 450V

PE MFI

PMTV(pey= 500V 550V 550V

FITC MFI

Classical SOVs calculated in median fluorescence intensity
(MFI) are PMTV dependent because MFI values are dependent
on the PMTV.

& BD

New Terminology

Assigned BD Unit (ABD Unit)
+ A BD standard for fluorescence that is PMTV independent.
» Each CS&T bead lot has defined ABD units for each channel.

+ One ABD unit is defined as 1/40,000th of the fluorescence of a lymphocyte
stained with anti-CD4 for a particular detector or fluorochrome.

Measured SOV (MSQOV)

+ Generated when reference settings are created or updated by running
compensation controls.

Normalized SOV (NSQV)

+ The actual spillover in ABD units.
+ Determined by the overlap into optical filters.

Calculated SOV (CS50V)

+ Calculated from existing measured NSOVs and tube settings.

& BD

% 4 B mEEREE
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NSOVs and PMTV

Normalized SOVs are calculated in ABD units.

NSOV FITC — PE = 3%
PMTV = 450V 500V 500V

PMTVpey= 550V 550V 500V

PE Molecule (ABD)

FITC Molecule (ABD)

NSOVs calculated in ABD units are PMTV independent
because ABD units are PMTV independent.

& BD

Reproducibility of Setup

Day 1 Day 60

1000 All Events 1000 Lymphs wone ., _All Events 000 Lymphs
250 . A 250 250 A - 250,

200 E 200 200 -

200
*sa < L <
9 5 150 Q158 . & 150
“ - S @ - v
104 : - 100 : Y 100
i p2 : p2
’ Lymphs 507 o i s 50/
o ymp! Lymphs 5 i
R PRV
s o 50 100 150 200 250
1000

e 0 50 100 150 200 250 s - . =
) X000 0o ¢ ¢ 1 (m) '|:|‘0 0o 18 16 1¢ 15
FSC-A CDA45 PerCP-Cy5.5-A “ FSC-A "' (D45 PerCP-Cy55-A
P2 P2 P2
16 UL LR 16 UL LR | e UR
4 AR R < 2 o I ’
1 R . G118 R
=S . T
ql v - Vil vlu
O o | i . oo
B o | W —
Bl LR 1 LR Ll LR ‘ LR
T o i¢ i 1o 14 (N T o s o I R TR 16 16 1¢ 14
o CD3 FITC-A o CD3 FITC-A CD3 FITC-A CD3 FITC-A

& BD

23-20042-00 BD FACSLyric #F B2 6EH

57



58

Exercise

s‘_’":\\

1. Create a new experiment.

2. Change the PMTVs.

3. Compare spillover values.

& BD

% 4 B mEEREE
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SE - ETHHYEIE

FEEHGRE T - ARHESREE PMT SEATR 52068 tH AR P ] PR A 1L

BT R R

1 1ERE5IA - B Experiment -
1£ Experiments T{El& A > Manage Experiments 25 {24 5HEL -

2 1F Experiments Browser fHAfi{ A - BEi5E New -
WERCHIN 2B SN  WATHIYRS [FEENBRRL -

3 ¥ File > Rename °

4 §] A Compensation_< A #5445 5> K ERER T -

5 HEEOK-

HEsY Lyse Wash 5% E{E

1 EEEERIX Tube_001 - FHEL Tube Properties %5578 -

General

2  WESIEME Tube Settings Mdfiz 850! Lyse Wash - FFZ2F > &f
5 Select > EHEFEREME -

3 BB Spillover Values &5 [fE% -

4  FETHZEHRE T FITCHl PE Ay HIE -

Tube Properties - Tube_001

LT o - B TR O Spillover Values

Enable Compensation

¥ Into-From 9 FITC PE
FITC 210000 S48 it
PE 0 4] 100:00 {4+

23-20042-00

‘a;.ll Experiments

| Ownied oy Me
Shared by Me
[srred Ot

[Iecagministrator {
Rename Experiment x

Enter an experiment name with a maximum of 60 characters.

Experiment Name: Compensaticn_HF‘l

[ ok || cancel

Tube Properties - Tube_001

Tube Name: Tube 001
Tube ID:

Tube Settings: | Lyse Wash

Total tvents:

Acquisition Date:

Cytometer Name:

BD FACSLyric EfE BSR4 E R 59



BE PMTV

1 B5%E Parameters &5 [1EE - Tube Properties - Tube 001 x
2 I FITC BEEE 100 {RE5 - |
Threshold Operation And @
3 K[| Spillover Values &5 124 - [ Mame |a [H W |votage |Thweshold ||
y " o FSC % W w 20 E# % 00005
4  1ETJET FITC Ml PE Wi - MR gV EE T ssc TTER & 5000 Bl
EL#s o FITC w 5000 4]

Tube Properties - Tube_001

o B e (e T TS Sl Spillover Values

Enable Compensation
¥ Into-From 9 FITC PE

e A L0000 H 4'! akd
PE ! 4] 100.00 4

5 F#EA Tube Properties -

60 5 4 BT Mg EERREE 23-20042-00
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Settings

Building Blocks

BD-Defined

Lyse/Wash and Lyse/No-Wash reference
settings

Reference Setting User-Defined
*Measured SOVs . .
(mMSOVs) Customize any or all of the following:
+ Flow rate
Tube Settin
s . PMTV

sTarget values
sThresholds
sWindow extension * Threshold
sArea scaling factor
+*Flow rate

« Area scaling

+ Window extension

+ Spillover values

& BD

BD FACSLyric #F B2 6EH
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Tube Settings

« A collection of values that place the positive population at
the same position (MFI) whenever the tube settings are
applied

* Do NOT contain spillover values

* Linked to lyse wash settings

Experiments using tube settings still

have spillover values because they are
calculated from a reference setting.

&BD
Tube Settings Contain...
+ Tube target values (TTVs)
« Threshold value
* Flow rate
* Window extension NOTE: TTVs are only established
+ Area scaling factor for the parameters in the tube.
Tube Settings
Created Dote: /272017 2045 AM Tube Target Value Threshold
Author  Admen User e v (On)
Short Descriphion: -4 (5] 10,000
Window Extension: 3 8L 125
Flow Rate:  Megusm ATC on
Area Scabing Factor (ASF) Rato PE a9s
e 100 Per(P-Cys s 033
Viclet 100 PECyT arn
Bue 100 e oM
Reg 100 APC-HT [ ¥/
& BD

62 % 4 B mEEREE
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Tube Target Values

« The ratio of median fluorescence intensity (MFI) to assigned
BD unit (ABD) for a parameter

+ Used to place CS&T beads at the target MFI during daily
setup

* Instrument and bead lot independent

Transportable from one instrument to another.

MFIcsar pright bead _ 2,000 _ 0.250 for this assay
*ABD e 8,000 ' .
A,
*From the CS&T bead lot file {l} BD

How it Works

Cruate Tubs Settings x 1

N— Use your cells to adjust settings
o A (flow rate, PMTV, threshold, etc.).

CSAT Baac L0020

2. Create tube settings for your
optimized tube using CS&T beads.

+ The MFI of the bright bead is recorded
— for each parameter in the tube.

« TTVs are calculated by using the ratio
of the MFI and the ABD value for each
parameter.

Cells CS&T bright beads
]

PN

M

1 " e - 4
CEllMFL: 5 il oo 0 e ) i » Bead MFI

Create Tube Settings

& BD

BD FACSLyric #F B2 6EH
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Reference Settings

A tube setting with associated measured SOVs
Instrument dependent

Updated during daily setup and QC tasks
Spillover needs to be re-measured every 60 days

(1ie s, [
Upnied Sl D010 L0 P fapuwhon Cute  ABT0L7 L30PW

Wamevrane ® dows . Heght

tamas it

[
. i <o) e | s vt =
[ ary
CDa3Re
- S e S — —— e
48 ) l
L ey B 51 aa1 air [ B e bl
o aury ey Loe0p a0y [ 20 s o2y :n
ParkPLaAs 800 i LT wom L [ B4 e L
-y ) ox in 2] 0000 an 1 o L
et SRS e M R R~ P M 2 e - ool
s wis | a0 8 ) el 1000 1 ax 0
ABCw0) 8a0 am 120 s 0 1198 10000 B 20
L] ] ox? [ sm 03 801 o 0w
e i ipa i » a 510 3 123 00
PeETY 184 o8l g L L 2 o0 o0 an

& BD

Reference Settings Contain...

Reference Setting

sMeasured SOVs
(mSOVs)

Tube Setting

sTarget values
sThresholds
Window extension
eArea scaling factor
sFlow rate

% 4 B mEEREE
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How it Works

1. Use your cells to adjust settings (flow rate, PMTV,
threshold, etc.).

2. Create reference settings for your optimized tube using
CS&T beads and appropriate compensation controls.

+ The MFI of the bright bead is recorded for each parameter in the tube.
« TTVs are calculated by using the ratio of the MFI and the ABD value for
each parameter.
Spillover values are measured using your compensation controls.

L Semtimp
Chre e 1 it b iy i B 1 20m.
At =8 skt i Bt b = b

CHAT han

g

T LD PN g JOWRDY *

k
&

v

RRRERE]
§

& BD

BD-Defined Reference Settings

Lyse/Wash (LW) and Lyse/No-Wash (LNW) Settings

+ Created at installation by the field service engineer

+ Contain tube settings for normal human lymphocytes
+ Updated daily with Performance QC

+ Spillover needs to be re-measured every 60 days

Library Ir*m = -

Narme Created Date Short Description Refererce Settings
Lyse No Wash LI52017 Lyse No Wash X

& BD

BD FACSLyric #F B2 6EH
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BD™ FC Beads

* Fluorescent beads that
enable the software to
determine spillover values.

« Each tube has a mixture of
positive and negative
beads.

Exercise

1.
2.

Prepare BD FC Beads.

Update the lyse/wash
settings.

% 4 B mEEREE
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SE : % BD™ FC 53K

FEEHGRE T - fRERR 4-1 NYIHIET BD FC 3K - DI ARA R 2 55l » MBKIELL 3-pm BEZE LI st 25Ot E
WERRIREE - - ZaVEREG T IEAMER -

% 4-1 8 i1 10 1 IVD/RUO 4HHERY BD FC ik

28 ARRE
BD™ FC fiEk 7 o E2H IVD

BD™ FC {#Ek BV605 RUO
BD™ FC {#¥k APC-R700 RUO
BD™ FC {#¥k APC-H7 RUO
BD™ FC {#¥k V500-C RUO
BD™ FC {#%Ek V450 RUO

1 ERERSIRIEE|ZER - 18°C-25°C -
2 ReHPERS AR —SEE  EEEE 12 EUE -
3  EWEFEELST - 2R IRANE] 2°C-8°C fEFH -
i AEIEORRIRBUR - B - 55707 8888 TP AV R f B -
4 fEEIEVENDIIA 0.5 Z7F (10 7% ) BD FC RERMREE AR -
Bt (EHHAMERERE ENR AT REE BN IERERY SOV -
5 RITEEHEEE 3-5 7 fHmiEkKsy -
6 EAILENEER - sHRAHET K GHYMER A 2°C -8°C fEIAE RIFE -
WERAE BRI N RARIETR - AR E A R JE
8°C-25°C T H[# 1 /)\Hf

e 2°C-8°C [ HJZE 4 /N\FF
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SE - EHRER e E

R B TERE - BRI 60 RE T IRHV s s e fE -
1 FHEHF - 55%E % Setup & QC LIFIE -
2 TEsdiEiEtEsE QC -
3 f£ Setup and QC Options A :
a #EE Update Reference Settings E 5 Task °
b 7% Lyse Wash fE £y Reference Settings Name ©
c MR CS&T MERALRERTR/Z A 1EHE -

d B Start °

Update Reference Settings %55 i HERHEL

Setup & QC Options

Reference Settings Name

CS&T bead lot ID:

Update Reference Settings ~

Lyse Wash

-

46573 (Expires: 9/30/2016) ~

Update Reference Settings o x

Select which tubes to update in the Run column. Ensure that the correct lot IDs are selected. Remove button will

permanently remove compensation for the selected fluorochrome from Reference Settings.
Acquisition will start when Next button is clicked.

Control Tubes

Run Fluorochrome Control Type | Label LotID Remave Fluorochrome

v e sener 443331 (9/30/2018) ¥ Part of FC Beads Kit He e

v £ FC Beads Generic 443332 (9/30/2018) ~ Part of FC Beads Kit emao

f. PerCP FC Beads Generic 443333 (9/30/2018) ~ Part of FC Beads Kit Remove

% Per e ene 667712 (12/31/2018] * Part of FC Beads Kit Remove

LA PE-Cy7 FC Beads seneri 667713 (12/31/2018) Part of FC Beads Kit Remove

o PC ener) v Part of FC Beads Kit Ren

2 Af 7 Generic 443343 (9/14/2018) ~ Part of FC Beads Kit Remove

L A APC-R7 2 Generi SU3R700 (8/31/2017 * Pant of FC Beads Kit Remove

v PC-H e ene 4160540 (7/31/2017) ¥ Part of FC Beads Kit Remove

Y 5 d en 4160539 (6/30/2017) > Part of FC Beads Kit Ren

¥ £ 4160537 (7/31/2017) » Part of FC Beads Kit Remove

v B Be Generi SU3BV6E05 (9/30/201 * Part of FC Beads Kit Remove

Next Cancel |
4 LA
45— Y LA7T 2pAA = A 2
o fERITHIRTA HIRESVE RIS Run P PkiE -
* Lot ID IFf# -
68 5 4 BT sEERCEE 23-20042-00




5 B Next -
K CS&T AEHHALFEER L -
LRt AL IRHE 5E IS & AL CS&T 5538 -
6 EEHEIHETRISESHE -
7 CEEEME) BEEE Print 5 Save As PDF > it S H 2 -

8  BH%EE Finish -

Please ensure that the CS&T Bead
tube (Jot # 17884) is loaded on the

cytometer,

23-20042-00 BD FACSLyric ¥fFE:Rf26E %
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R BCEE

1 FIEERIEIL S Lyse Wash 3E(E

Library I Tube Settings
¢ Assays

¢ Beads and Reagents |

' Keywords ?

Labels ’

4 Tube Settings |

& |

l

User-Defined

£ Tube Settings %5 [N > 2/ EECHRIEARIA TTV ?

Name Created Date Short Description

Lyse No Wash 1/25/2017 Lyse No Wash

£ Spillover Values &5 &N » 2/ DMEEEORAA IS A HE ? 3801 © JARANEL -

Ffal TTV 22 SOV ?

2 BD FC Bk :

a 4R QC -

b @HETE -

c  EHT LW FI LNW SE(E -
3 JEZEEH LW R LNW 3EHE ?

4 i FSE &850 27 Lyse Wash 5 E(H -

5 ERIEAGEG TIPSR ROEE ?
a ZSHREHE

70 % 4 B mEEREE

& ~
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6 SEREEES TTV - SELE - mEELElHE > DU
a EEE - BENDRE -
b REAE -
c EE - mEEMRE -

23-20042-00 BD FACSLyric #F B2 6EH
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e QC

SERCGE(EETTR - RAES -
o SUIMERE QC HYZHAE -
o HITIERE QC -
o BHEHRE O TRRMERE

Run Performance QC (PQC) Daily to...

Measure and track cytometer performance settings.

Cytometes Performance QC Report
@ Bl )-Rad ) Wit

P

SUMMARY| PASSID

DETICTOR SETTINGS

23-20042-00

BD FACSLyric #F B2 6EH
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Running PQC

What you see...

Setup Tasks

Normal Fluidics Mode
+/ Cytometer Initialization

/' Laser Delays

+/ Beads Identification

™ Determine Performance Yalues
@ Laser Alignment Check

@ Characterization Values Check
@ Determine PMT Voltages

High Sensitivity Fluidics Mode
@ Laser Delays

@ Determine Performance Values

What the software does...

+ Checks laser alignment

+ Measures %rCV, linearity,
resolution, and laser power

« Compares PMT voltages to
values established during
characterization QC

* Updates the spillover matrix
and PMTVs for the LW and
LNW settings

& BD

Viewing the PQC Reports

Cytometer Performance QC Report
4.Blue 3-Red 3.Violet

Cytometer: BD FACSLyric-R User: Adrin User

Cytometer Name: Trstituteon. None

Configuration Name: 4-Blue 3-Red 3-Vicket Last Modified 2/8/2017 903 AM

%rCV, linearity, sensitivity

DETECTOR SETTINGS |

3 Detector TV Seight Bead | | Uinearity (12%) Resolution

M | Max

3 Name I Murror ] Faee I Postion | Acus I 2 | medan | wecv | N0 e Qo [ o
LASER: Biue (Wavelength - 488nm)

x ¥5C . FSC 4295 07 119.982 19 WA | WA 30 [ NA NA
X SSC 10 AsS L 494 09 119938 LX) N/A NA 00 a NA N/A
x FI1C Sonp $27/32 7] 6.8 -18 99,906 28 41 1230003 300 0 418 23
X e Secep | seesy < 5439 22 | e 23 3% |z00] o s 28
r ParCP-Cy55 BRP 700754 8 63182 14 M9 3.0 2% |2%872 300 9 62 116
X PGy BaP_| T A 7116 34| wooss | 54 L P ) ) oY) 0
LASER: Red (Wavelengeh -

% APC 10 10 ~ 6036 4| womss | 36 3|22 30 0 405 18

| |26 __1 38 |

x APC. R700 TSP T30 Ll 5600 23 100072 il S 279651 300 [] 153 []
x APCCyY BAp | 5436 1 w917 a3 a1 20087 0 ) 14 [
LASER: Viclet (Wavelength - 805am)

X WS pas 4845 € .S 315 99.963 s 2% IJIIN 300 ] 729 L8399
x VS00.C Soop 52845 o 4637 £9 100 144 LN Y » l:auo 200 L uy 587
X BY60S 60636 | 606:36 3 w86 16| sl 34 s1_lazsss] 300 [l 2855 41

& BD

74 5 BT Ak QC
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Tracking Performance Settings

Syt E & B E E & & B F § 8 &

|~ Data Tesciena

Exercise

1. Prepare the CS&T research
beads.

2. Verify the bead lot ID and
select the Performance
QC task.

Run performance QC.

4. View the performance
QC reports (normal and
high-sensitivity fluidic
modes).

5. View Levey-Jennings
charts in the QC Tracking
tab.

& BD

23-20042-00 BD FACSLyric #F B2 6EH



SE - JITMERE QC

HGEES I Ta% S8 T 2

HUSEUEAT - SR TIERE QC - MHRE QC (PQC) ZHIE AR I 1 1 H B SRy B She G T RE Bl T 3R -

#iTiERE QC
1  TERESA - BiEE Setup &QC ° Setup & QC Options

Task Performance QC =

2 WESEIENY T{FRE Performance QC -

CS&T bead lot ID: 10621 (Expires: 5/31/2016) ~

3 f£Setup & QC Options &R A - HERBHEKALRERIRELEFTE IR sy e mevors Select.

ERAEIAHRT
E e Solint i S i T I

4 B Start -
5 EUREEEMEET CS&T Bk -
6 BHEHE - FhHEE -

BD FACSuite #{AS &1 TIERVEFAERIEURE Setup Tasks BERA - 4k Bt FRon e RGZ TAEEf—{E

SERERE QC HYLIFER - SERkAVEEETHERIRL - WERINE & EANRM S LIFEE A #E -
7 REEAWEREIEVEHE T UES DI KETSVERUR -

i QC &
BFIGERMRE QC REHMUHRIT#HE - FAFE—EREH - EENEEHH -
1 HERPREE > B Yes o gl -
2 TePlHENEEER > ARG & B R
3 CEEM) YEIERE -
a B Print B -

b EEERHELITEEE BN Print - BB

U D D Export Comments |

4 B QC Tracking &5 &g K T E -

AREINATEE A EHDRAE Levey-Jennings [BIR NHIMEREUE S FEAIER] - 557 BD FACSLyric 25247

76 5 BT AL QC 23-20042-00



Tt Z ATEERY QC &R
BRI T NHIBIE - AR FEE I MR QC Hi
1 FREN - BRI B Setup & QC »
2 B QC Reports &5 124 -
3 7£ Reports Browser [N » ZEFEIA SR HRATHTE -

R AR R AR

23-20042-00 BD FACSLyric #F B2 6EH
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MERE QC Bt

NREUR PQC Y@M R - EARTEEIR: - el EAURAIE > 2 S i t g RIAA -

HHIEE %rCV BYE /MR BRI
< > < >

FSC 30

ssc 300

FITC? 6 90 500 180,000

PE 250 500 180,000

PerCP-Cy5.5 110 500 180,000

PE-Cy7 140 500 180,000

APCP 6 130 500 180,000

APC-R700 50 500 180,000

APC-Cy7 40 500 180,000

V450° 6 55 500 180,000

V500 70 500 180,000

BV605 250 500 180,000

a- BB ST

b~ LB EFE LR

¢ FEH LR IR

78 % 5 BT MERE QC 23-20042-00



s BB QC TIERHE

®5-1  REH QC LIEHFE

TfE AT (BD BEs) BEA
Rl QC 6 A « TR AL ER EHE
PEAE QC 24 /NI SR (=
BRI E S e (HRY DU e B e sl S ([E IS B Al (RGNS
CS&T Bk H ALY CS&T fER ALK 2 F il (RGNS
BEHTEE EHHP R AL MERE QC BFARRY EHE
23-20042-00 BD FACSLyric #/F B3 2aE % 79




R HERE QC

1 EEEHRTHRE QC -

2 ERITMERE QC HYHEY R 2

3  fEREMN QC RS [IEHR LR Ia i Z AT THY PQC &5 ?

a 4HRE
b QCiEHt
c QC

d slEERs

80 % 5 BT MERE QC 23-20042-00
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B E

SERCGE(EETTR - RAES -
o WEECARIESHROEHE
s WEHWRIFE-
o BISVEREE -
o REEREISEE -

Workflow: Experiment Setup
Task Location
Add any new fluorochromes to the configuration. Setup & QC
workspace
Add reagents and labels to the library. Library
Add any new fluorochromes or tandems to the LW or LNW Setup & QC
settings. workspace
Set up the experiment workspace. Experiment
workspace
Optimize the settings. Experiment
workspace
Create tube settings. Experiment
workspace
Build an analysis report. Experiment
workspace
Create an assay. Experiment
workspace
& BD

23-20042-00 BD FACSLyric #F B2 6EH
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6-Color Stimulation Experiment

« Sample type: human peripheral blood
mononuclear cells (PBMCs)

+ 2 tubes

—Unstimulated

—Stimulated: 6-hour incubation with SEB
(staphylococcal enterotoxin B)

« Samples are fixed

& BD
Population Tree
Helper Activated
T Cells Helper T Cells
CD4 CD69 CD154

© ©

T Cells
CD3

All Cells CD45 CD8

. ° ° Cytotoxic T Cells

%6 Bin ERRE

23-20042-00
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6-Color PBMC Samples

v T3 FITE
« CD69 PE
» CDA45 PerCP-Cy5.5

. CD4 PE-Cy7

« CD154 APC

+ CD8 APC-H7

What makes these special?

Cytometer x
4-Blue 3-Red 3-Violet

v Status

Threshold Operation hnd & Or 7& | | Remove

| Name |A |H (W Votage |Threshold Lol
FSC ¥ w ow 2239 EHE ¥ 10000 E3

s8¢ % w w e Bl w0
fTC v ¥ W ow 6436 BE w00 EE

PE v % @ w a5 B w5000
PerCPCySS ~ of w5809 B3] wisoo0 B3
PE-Cy? v % w ow o033 BY wisoo HI
APC % @ w 509 B w500
APC-H? v % W w 538 B w5000

& BD

Add Fluorochrome

To apply lot-specific compensation, first add the fluorochrome
to the library and then to the LW settings.

Reagent Info
Product Name (D4 PE-Cy7
Single Color of
Fluorachrome PE-Cy7

Add labels and reagents to
the library.

o L
Task Add Fluorochromes Y.
Reference Sethings Name: Lyse Wash =
CSAT bead lot 1D: 17884 (Expives: 2/28/2020) ~

Add fluorochromes to the
Lyse Wash reference settings.

BD FACSLyric #F B2 6EH

83



84

Tube Properties

Lot-specific compensation part two: in order to ensure that
the correct spillover values are used, select a label and a lot
ID.

Tube Properties - Tube_001 x

| Nome |tabel [teti0
| AC D3 - -
j PE D54 - -
| PerCP-Cy55 €D4s - -
| pecyr D4 * 67851 (11/10/2020) ~
| anc D154 - -
| apc-H7 o8 > 46275 (10/18/2019) ~

Close

What next?

Adjust settings in your experiment, as needed.

+ Flow rate

« Threshold

« PMTV

« Window extension
+ Area scaling factor

Fue Properties - Tube_001 *®

Cremrral

Tobe Namme: T, 007
Tube IO
Sempie ID

I Tube Sethrags L3 Wasn T Select I

A blue star indicates that settings have
been modified.

%6 Bin ERRE

23-20042-00
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Threshold

Adjust the threshold to eliminate debris from the data.

PER

FSC-A

No Threshold

Threshold on FSC 50,000

& BD

Threshold

Processed event

Event not processed

Signal

Threshold

Time
Threshold

Processed events —

Events not processed ®*====*

BD FACSLyric EfE BSR4 E R 85



Placing the Populations on Scale

Count
AR g

PMTV too low
L

a0 10’ w* 0¥
APC-Cy7-A

PMTV too high

Count
[ PH TN A

a0 10” " w*
APC-CyT-A

a Optimized PMTV
-10% 107 ﬁgc—cv?—ﬂ 107 10
& BD
How do you save the changes?
Create Tube Settings .
» CS&T beads are run to determine - @is of interest
new target values »
* Include tube target values (TTVs), * {
thresholds, flow rate, window s
extension, and area scaling factors * w & w e W
+ Can be recalculated daily to .
ensure comparable results from :
day to day and from system to % ight CSRT beads 1
system " l
(e @ ot g
tube targ;t value
& BD

86 %6 Bin ERRE
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Where are the settings saved?

Tube settings are categorized in
the library as BD or User-

Defined. The BD settings are
the LW and LNW settings.

If a tube setting has associated
measured spillover values,

(Reference Settings), then it is
indicated in this column.

& BD

Wy Tube St Cewe | [ =
::‘-‘ Puare Creatad Date At At D rgtian Baberacna Lettegn haced
v S-S0k Shmuinbun | 2212001 Aoy Vo [
ap— oo Shmatan, ulmfam [ User [
Labels T Apsay WP 2TanT A Une A [
* Tude Settings Las Practes v jaanon | A aae Y ]
-

Where are the SOVs coming from?

Scenario: Applying a user-defined (UD) tube setting

FITC \ LW Reference Setting

PE 1'\
UD Tube Setting
.- TTVs PE-Cy7,
. WE lot1 T I
« ASF PE-Cy7 Lot2
» Threshaold APC S——

» Flow Rate ‘/-—-‘ Bv421
Bv421.

LW Tube Setting
eshold
Flow Rate

& BD

BD FACSLyric #F B2 6EH
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Exercise

1. Add fluorochromes to the
LW settings.

2. Set up the Experiment

&
\\ workspace.

3. Optimize settings.

4. Create tube settings.

%6 Bin ERRE

23-20042-00



SE AR R R e e E

W5 4 BBIThaTaR > (BRI DR Z i A2 R - NI THY 6 Gt & a AR - Frb SRR e i
B LU L TR B AT - IS TESRE T (ST PE-Cy7 F1 APC-H7 $ fIL s ey e ulel 8 245 e sloe [ -
Add Fluorochrome HY{F A] #1355 50E 35 E (BRSO — AR et IR 2 /Y SOV A -

BRI E 2 EEN R SRR RS > N RN TTV » R S N T
FeZey TTV R BEIA - 224N > SR EH T BB515 £ LW & H > HI FITC 1Y TTV EER A BB515 » [A] i faws 4%
PR AR PMT 1700 o« EEEUSEEAGRI BN TTV > EEE N TIERRE -

TfE HAERRTHRE
B2 LW BE(E © o SHEPITRERVEDLAYEL - i m I E LW BOE(E

o TTV HIZENBEE A TERE R S AYRHEE]
TR By eyl % R BAAHRE I EAEHY MFI -

PMTV -
N EVEREE - o 4B PMTV HY{E([EEEEHE SOV -
o BHEBHAVESCIURIET R EERY TTV -

Hri¥g Reagent & Library

FEEHGE T - RS CD4 PE-Cy7 il CD8 APC-H7 ST E &R - FEAUH S vt 28R e e [E AT - WA
gz &R 2B -

1 /EERERN > BRI K Beads and Reagents » #A{%754% Reagents - New Reagent

Reagent Info

2 Lk Add Reagents °
Product Name CD4 PE-Cy7

3 IR EE A New Reagent M - s Color

Fluorochrome PE-Cy7 -
4 5% Done ° Label CD4 -
5 EhE Add Lot -
6 £ Add New Lot ¥fEE55EA - B AL 5 L EHEVHTREST - AREERE Add New Lot x

—{EARAAAE R HIH - Enter lot information for CD4 PE-Cy7.

lotip 67851

7 EEEEOK -

Expiration Date z
ST E A -
gk ) Cancel

8 EEE 2-74 > HhE CD8 APC-H7 Z&k}EH - '

23-20042-00 BD FACSLyric ¥&fF EF 24 % 89



FEE AR ESEREE

1 %% Setup & QC LfElE - Setup & QC Options
T Add Fluorochromes =
2  1f Setup & QC I AHY Task TAEZ: I » #E#E Add Fluorochromes ©
Reference Settings Name Lyse Wash =
3 %T% Lyse Wash %%Eﬁﬁfﬁuﬁaﬁﬁﬂ/‘] CS&T ?T"i)’(ﬁ@[it:j’\iﬁ%)ﬁ ° CS&T bead lot ID 17884 (Expires: 2/28/2020) ~

[ set

4  EEE Start -
5 7£ Add Fluorochromes %G558 - BE5E Add -
6 ETTIIHRE -

s BEHYRL : PE-Cy7

o PEHFEAI* : CompBeads

+ FUR:CD4

HER 4R e TR Bl b - MLt RS S IEE -
Add Fluorochromes O x

Click Add or Delete to modify which tubes to run.
Acquisition will start when Next button is clicked.

Control Tubes

Fluorochrome Control Type Label Lot ID Unstained

PE-Cy7 ~ CompBeads ~ (D4 - 67851 (11/10/2020) - -

APC-H7 v CompBeads ~ ICD8 |~  46275(10/18/2019) - -
|  Add Delete |
| Next Cancel |

7  $}¥ CD8 APC-H7 EE 8 5-6 o

8  EE%E Next -

90 5% 6 Byt EhaaE 23-20042-00



9 K CS&T fkaliEss

BIERERHTRE -

10 H3EFERES

11 ’%EEE Finish -

$1¥%f CD4 PE-C7 fil CD8 APC-H7 JH[{SHH HEFIM E 22wl T -

EFEERLE -

12 M) i ERERNA Spillover Values &5 [fE24 -

Lyse Wash

RN Spillover Values
Updated Date: 3/27/2017 3:25PM Expiration Date: 3/31/2017 11:21 AM

Print |

Remove Fluorochrome ‘

Measurement: ® Area Height
Spillover Values
FITC PE PerCP-Cy5.5| PerCP PE-Cy7 APC | APC-R700 | APC-Cy7 APC-H7 V450 | V500-C | BV6O0S
Fluorochrome PMTV D4~ D8~
Generic | Generic Generic Generic | Generic Generic | Generic | Generic | Generic Generic | Generic | Generic
67851 v 46275 ~
FITC 642.8 100.00 113 0.03 0.04 017 017 0.01 0.02 0.04 0.06 0.06 0.02 512 0.00
PE 4679 1531 100.00 0.03 0.08 147 134 0.01 0.01 0.02 0.03 0.03 001 1.00 187
PerCP-Cy5.5 580.3 313 2322 100.00 100.00 113 121 145 4,95 011 0.09 0.09 0.02 045 394
PE-Cy7 602.7 0.28 177 16.79 6.35 100.00 | 100.00 021 151 156 144 133 001 0.06 0.56
APC 550.7 0.00 0.01 123 221 0.03 0.03 100.00 5.56 6.59 131 2.06 0.00 0.01 0.11
APC-R700 4947 0.00 0.00 5.88 153 0.09 0.09 18.00 100.00 263 0.63 0.80 0.00 0.00 0.02
APC-Cy7 553.6 0.00 0.00 5.24 1535 748 911 13.81 66.93 100.00 | 100.00 | 100.00 0.00 0.00 0.02
V450 536.5 0.17 0.03 0.08 0.08 0.03 0.03 0.03 0.01 013 0.19 0.19 10000 | 631 15.87
V500-C 409.6 3.96 047 0.10 0.14 0.05 0.05 0.03 0.00 012 0.17 017 17.18 | 10000 | 1.26
BV605 519.9 0.66 11.08 0.05 0.13 0.14 0.14 0.07 0.01 0.04 0.06 0.06 0.80 15.63 | 100.00
23-20042-00 BD FACSLyric #{F SR 2&EH
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&E  BhEsE

B E R -

HIET S B RR R & S E AR -
PREERCE ER AR AL -

FREILEFRALE AR

wEERTIFE

FEAVATIEON-L

1

o A W DN

T > B E Experiments T{E& AT Manage Experiments
RO -

1F Experiments Browser 1Mz > BEEE New o
M File > Rename
TN 6-Efg <Ayt E4rE> HERER i -

L OK

EIEVERBTE:

92

1
2

ELEERZC Tube_001 > FEL Tube Properties ¥f55 7788

HERLET ¥ Tube Settings iz 2EH Lyse Wash - FRZ >
E535E Select » BRAEREM -

%6 Bin ERRE

Shared by Me

(P8040

Manage Expenments

| New |

All Experiment
Om'éd oy ‘-'E

| Bxperiments Browser

ts

Shared oy Others

ministrator

7“ M Search

Tube Name: Tube_ 001
Tube ID:

Tube Settings:

Lyse Wash

Select..

Total Events:
Acquisition Date:

Cytometer Name:

23-20042-00



3 E Parameters %3[%%3?@[ ’ E%ﬁ%ﬁ&fﬁ% ° Tube Properties - Tube_001 x
| Parameters “Spillover Valkses cngents | Keywords. | it \

a B APC-Cy7 55EMAETH » AREEESHE 1Y

APC-H7 - Threshold Operation .
b EERIEAIEOLE - AREE Remove E2 e L
= JEBILAT iR ReMOove ji v 3000 [$i$ ¥ 10000 5
Fi - v 2750 Hid 5000 [214
ATC - o 5500 S 5000 54
ek BEEE Threshold A MIHYZE HR - BEE— (@2 e s & 5500 Bl 5000 B8]
g e PerCP-Cy55 - o 5000 [Hid 5000 Fid
PE-Cy7 - o 6600 |31+ 5000 [514)
4  1f Reagents &5 [1E#&N » fi A T HIHIATR ApC . as00 b 5000 F14)
APC-H7 - o 4500 P4l 5000 F5idl
%Tﬁ %7—& Add Remove
FITC CD3 =
PE CD69
PerCP-Cy5.5 CD45
PE-Cy7 CD4
APC CD154
APC-H7 CD8
%I?:L. {f’fﬁ/ﬁﬁlﬂjfﬁﬁ Label Iﬁﬁ%%mﬂ@%fﬁf@ﬂ?%ﬂ%)\ ° Tube Properties - Tube 001 x

5  EEE T Fi$HE CD4A PE-Cy7 il CD8 APC-H7 fifi AL

Name Label Lot ID
A=t |
Jﬂ?ﬁ)ﬁ FATC cD3 - i
yon SRV YA s - PE Cos9 v v
SEFTRE R SIS FIEREATR I - MBS MAE | oo, o . .
9% A S 2800 —f(E - PE-Cy7 €D4 ~ 67851 (11/10/2020) ~
™ N . APC CD154 - .
6 7t Keywords Z5[1E# N > &% Assign Keywords ° APC-H7 o8 - 46275(10/18/2019) ~
Close
7  3Fc Case Number B - #R1% 8L OK -
Assign Keywords x
Keyword Filter
Display Name | Name | Type Author | Assign |
= BD
Beads Per Pellet BEADS PER PELLET String BD

8 [P Tube Properties ¥fEE 8 -

23-20042-00 BD FACSLyric ¥&fF EF 24 % 93



BTG ER
FHIBHT T B B AT 0 2 — (BT FSC $IEL SSC 2 BIIE - (AR T E A B - DABFIERYSATTERERE -

94

1

2

#E5E Worksheet 001 Z5 [HEE T H Acquisition Worksheet » i TAFRE 4 - [MAcquisition Worksheet [N

«op  Tube_001 - All Events
£ Worksheet TH%I I - B3 Create dot plot #%§ft ( al ) - -

200

TETAEFRABEEE » T 55 — (EEkHEE - 2"
BRI X EhEEEE AR o REPOESHUEE EY PerCP-Cy5.5-A » 17— CD45 w0
PerCP-Cy5.5 ¥}t SSC &= - 0

] 50 100 150 200 250
PATV x1000
FSC-A

B 2 F 455 NI = (E R E -
e CD3FITC ¥ftk CD8 APC-H7
* CD3FITC #ftt CD4 PE-Cy7
* CD69 PE ¥fLl: CD154 APC

#EJSE FSC #Ith SSC HyE#* -

#EFE Edit > Select All -

1 Worksheet T E%I| |- » B35 Make Same Size ###f ( B8 ) -

B T EGREFTA 28 2 AV B R RO TR A B B R A E AU « [RA BRI B R D = ORI - USRS
FSC #itt SSC HIEFRZFAHE* -

o6 B ERRE 23-20042-00



9  FHTREL ST E -

Wsh  Ctrl+click {25 (HEZ - 2415 Worksheet TEF ( |2 & &l

a
7

s Tube_001 - All Events

250

200
‘.1 150
-
7
100
50
o
o 50 100 150 00
PMTY FSC-A
Tube_001 - All Events
17
< o
=
A
B
3
o 7
10-
o
oty @ 10% 10? 10
CD3 FITC-A
23-20042-00

x1000

250

200

PMTV

CD154 APC-A

PMTV

Tube_001 - All Events

10% 10° 104
CD45 PerCP-Cy5.5-A

Tube_001 - All Events

10% 10? 10t
CD&S PE-A

BD FACSLyric #F B2 6EH

Tube_001 - All Events

=

CD8 APC-HT7-A

if =) FepsT A -
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s e ER b

FEEHERT LOEEM Lyse Wash SUE EF R IR E [ R IARS - IRIZZ B > AR IS 2%

HERE
1 REARREeEREE AR SVE SR s T84 | -
SVEZEIENERT > 4%t LED &K -
2  {f Data Sources &N - WEFNRZEETE 5 EAE Tube_001 -
3 7 Data Sources 5ERA » B Preview -

ARG AR ERA - AREIE G HIRERRNA -

AT ERG ~ SIBER ARIE R
1 1 Cytometer fLiiip » 3% FSC il SSC B - S4BBURAE R A [ -
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Experiment Setup

Part 2
1. Build a report.

2. Create an assay.

Building a Report

Create and format plots.
Adjust gate properties.
Analyze data from multiple tubes.

Add statistics to the report.

2 BD
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Worksheets and Reports

wi Worksheets ® Reports
+ Contain plots, gates and + Contain plots, gates and
statistics statistics
« Can include headers and « Can include headers and
footers footers

« Can be automatically exported
« Are associated with assays

« Can display an E-Signature

& BD

Plots and Gates

Worksheets
ne k § &2 W D mER = & 00% - B
R-p-@-a-DOcEHBEHE . HQ &M
Dot Plot Density Plot Contour Plot
asey  Unstenulsted - All Events x1000 Unstimulated - Lymphocytes Urstimulated - (D45
= ; =0 &+ C03-CD8+ | CD3+CDB+
el X '[ - < 507 2150
< g g N ou
g - vl b5 5 D45+ & (q
T g S P o 4
" .ﬁ e o | g o by
SR Lymphocytes = / “'{Q-:ns
W .0 W M e o me . — - Eiial
] 808 ] [T 0 10 108 ] s 2 aé 1t -
cT FSC-A o CD45 PerCP-Cy55-A T CD3 FITC-A
Histogram
Unstimulated - CD45+
100

Nag|Pas
A

0
O - 10 0t 0t 0% > BD
i D3 FITC-A \ﬁ

%6 B RigE
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Gate Properties

Gate Properties x

Name;  CD45+ .

Statistics Only o, Strict Parameter Matching
¥ Show Outline . Show Label(s)

+ Modify the name and color of a gate

« Display outlines, statistics or labels

& BD

Strict Parameter Matching

When strict parameter matching is selected, the long
parameter names must match in order for the gate to be
displayed.

CD3/B/45/4 - P2 CD3/16+56/45/19 - P2
CD3+CDB+ m CD3+CDB+ Gate Properties x
a
i o i
a- s i = Name: CD3+CDB- |
o2} - A + . x
a % (o] v
Q 4 . — o
‘ i 3 8 & e Statistics Only __ Strict Parameter Matching
k 4 ) 4 o Show Qutline ¥ Show Label(s)
O T e e OO 6w e e e
s CO3 AITC-A o CO3ATC-A
CD3/8/45/4 - P2 CD3/16+56/45/19 - P2
CO3+CDB+ w Gate Proparties x
o
w y
4 Ne]
; ; L4 e ’ Name:  CD3+CDB~ ]
] g le] 4
Q ...t" o = !
'& B 8 ' ! ¢ Statistics Only ¥ Strict Parameter Matching
: - - . ¥ Show Qutline ¥ Show Label(s)
O W e w6 e e e e
o COIFATC-A o CO3FATC-A

& BD
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Unique Gates

The unique gate feature allows gates to be tube specific. This
allows changes to be made to a gate on one tube, but not
affect the same gate on another tube.

Name

® ' Unstimulated

. = [ stimulated
Unstimulated - CD45+ Stimulated - CD45+

n = Wl Al Events
= = [l Lymphocytes

if Is 1¢
<4 < 4 | M = Ml CDs+
= s oot L W Co4T
(%) ) ] .
w 3 w 3 {
Q1o Lo 2
b3 ~
a a
(&) ’ (&) 0
ol 0 W Unstimulated
1 1 4 W Stimulated
oy , All Events
Joe w ¢ 10 1¢ [J o ¢ 100 100 16° i Lymphocytes
= e, = L. CDa5+
CD3 FITC-A CD3 FITC-A
o CD8 T-cells
¥ Q2

o CD4 T-cells (8fe93001-9dc1-479¢-95f2-ef719a1b5756)

& BD

Gate H |e ra rChy Quadrants are considered

statistical gates. They can be
displayed by selecting the

. checkbox.
The hierarchy shows the name,
color and relationships with other Hierarchy LR
g a tes . o, Show Statistical Gates/Populations
~ mﬁnuardw
Hierarchy i x = Wl A Events
Show Statistical Gates/Populations E byehocyics
= Wl D45+
~  Gate Hierarchy a CD8 T-calls
= Wl Al Events [Z] CD3-CD8+
= [l Lymphocyles [Z] CD3+CD8+
= [l CD45- [£] CD3-CDs-
Bl CD4 T-cells [Z] CD3+CD8-
= [l CD4 T-cells
~  Population View = [Q
Show Population Statistics [=] UL
[E UR
Name @ W
- ' Unstimulated [E] LR

@ JJ stimulated
A Population View

Show Population Statistics
Name ‘Ijl
] ' Unstimulated g

" BD

@ [ Stimulated
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Statistics

+ Statistics can be displayed
for multiple tubes or can
dynamically change based
on the run pointer.

« Expressions and keywords
can be added to statistics
views.

+« Among other attributes,
the statistics properties
can allow for the automatic
export of statistics.

Statistics View Properties x

Display

Populations in Columns

Acquisition

o Include in Auto-Export

& BD

Create an Assay

Create Assay x

Enter an assay name with a maximum of 27 charactears.
UD {for user defined) will be added to the end of the name
when it is saved.

Name: 6-Color Stimulation

Description: 2 tubes: Unstimulated and Stimulatad

Report to Display . -
After Entry Run: foetysis

Share Assay

ok | [ Cancel ]

Assays

+ Contain a set number of tubes
that share the same tube
settings, worksheets, and
reports.

« Are run by worklists using the
Loader.

+ Have elements that can be
exported automatically.

&
o
O

23-20042-00

BD FACSLyric #F B2 6EH

105



106

Edit Assay Properties

Assay properties control which results are sent to the laboratory
information system (LIS), which reports are printed or exported, E-
Signature properties, and automatic approval options, among other
options.

6 color stimulation BF UD

enera ] ot tets QO s 15 i o110

Done Cancel

Report to Display After Entry Run:  analysis report =

Report Settings
o Print report

Export report to: | CABD Export\Reports\Worklist Change...

Include e-Signature

& BD

Exercise

1. Build a report.

2. Create an assay.

&BD

%6 Bin ERRE
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Plot Editor x

Plot type:  DensityPlot2D v
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Show Population Statistics
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P
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Statistics
Case Number (Unstimulated, Stimulated). <no value>
Name | Events | % Parlntl % Grandparent I % Total I

Unstimulated:CD3-CD8 + 317 5.52 536 317
Unstimulated:CD3+CD8+ 1,068 18.59 1807 10.68
Unstimulated:CD3-CD8- 1,992 34.67 3371 19.92
Unstimulated:CD3+CD8- 2,368 41.22 4007 2368
Unstimulated:CD4 T-cells 2,057 35.81 3481 20.57
Unstimulated:UL 8 039 014 0.08
Unstimulated:UR 5 0.24 0.09 0.05
Unstimulated:LL 2,012 97.81 3502 2012
Unstimulated:LR 32 1.56 0.56 0.32
Stimulated:CD3-CD8 + 621 10.70 9.86 6.21
Stimulated:CD3+CD8+ 1,005 1732 1596 10.05
Stimulated:CD3-CD8- 2,065 35.59 3280  20.65
Stimulated:CD3+CD8- 2,111 36.38 3353 2111
Stimulated:UL 11 0.56 0.19 0.11
Stimulated:UR 502 25.59 8.65 5.02
Stimulated:LL 1,203 6131 2073 12,03
Stimulated:LR 246 12.54 424 246
Stimulated:CD4 T-cells 1,962 33.82 3116 19.62
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b £ Manage Experiments &N » $1% 6 AFHEREELTE - ML Export Experiments > With
Data -

c THEZRE % C:\BD Export\BDFSExperiment «

d EiZEOK-
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&E - ERERIHER

—HEVEER® > RN (R —fEstEs - ORISR EURAE TR LT - Brslian - & SGaUEHWER i

R EREENS T REM

1 @%%’%%Eﬂgﬁz 6 é’/’ﬁyﬁg%ﬁ ° Create Assay

2 %?% FI Ie > Create Assay . Enter an assay name with a maximum of 27 characters,

UD (for user defined) will be added to the end of the name

when it is saved.

3 A {ETEILHEL - 2% B OK

Name: 6-Color Stimulation

Description: 3 tybes: Unstimulated and Stimulated

BT RN > LUFIRACHE P -

FHESBRE S—

After Entry Run:

1 ZE= Library T{E& »

2 1 Assays /7 » 4% User-Defined Assays °
3 6-color Stimulation 55 °
4

fEstBaE AR Y - BEEE Edit -

6 coler stimulation BF UD ‘ Edit |

FOON (ot Results ] Reports | Send to LIS | Assign Lot ID |
5 1f General 5 [1EE A - jF: Automatically approve results #HU75R -
HEAESE RAT DR SR s -

BEREON R HHYAE R -

(o3}

a #EE Export Results &5 [124 -

b &i#lEZE Statistics » ZA74 265 Remove All » JEBFTE S8 -

Statistics Selected
All Events, Events (unstimulated)

All Events, % Parent (unstimulated)
“' Remove All | All Events, % Grandparent (unstimulated)

All Events, % Total (unstimulated)

Analysis

Share Assay

All Events, lymphocytes, CD45 +, CD4+, Q2, Q2_UR, % Parent (unstimulated)

All Events, lymphocytes, CD45 +, CD4+, Q2, Q2_UR, 3 Parent (stimulated)

All Events, lymphocytes, CD45 +, CD8+ T cells, CD8+ T cells_CD3- CD8+, Events (unstimulated)
All Events, lymphocytes, CD45 +, CD8+ T cells, CDB+ T cells_CD3- CD8+, 3% Parent (unstimulated)
All Events, lymphocytes, CD45 +, CD8+ T cells, CD8+ T cells_CD3- CD8+, % Grandparent (unstimulated)

¢ fE METIREBEURIVSETEY - ARREEEE Select » .2 £ Selected L -

Selected
‘ Select ')‘ All Events, Lymphocytes, CD45+, CD4 T-cells, Q2, Q2_UR, % Parent (Unstimulated)
Select All & All Events, Lymphocytes, CD45+, CD4 T-cells, Q2, Q2_UR, % Parent (Stimulated)

[" Remove All \

23-20042-00 BD FACSLyric #F B2 6EH
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8

9

116

1£ Reports 5 [1EEA > HESLEEE T Print report fZZHUHHE ©

(EFEME ) £ Include e-Signature FZHUTER -

Tl DHERUSEORR - £ LIFRHE ERVSYIER BT &= - Mg ERs L -

6 color stimulation BF UD ‘

[ General Reports | [ESEEAT

Done | Cancel

Report to Display After Entry Run:  analysis report ~

Export report to: | CG:\BD Export\Reports\Worklist Change..

Report Settings

Include e-Signature

#h5 Done » E{FEEE -

%6 Bin ERRE

23-20042-00



- R E

1 EHE PMTV REBEHHTRGHE -

T F

2 HEeERY T 41 CD69 F1 CD154 o 251 « ISR CD4 T 41 E S LEE ?

3 ErHIFICIRERRE ?

4 REEBTIFERUSE ] HEhE HEBIRE -

5 EiIEBHEE?
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Putting the Pieces Together

Experiment
*Worksheets and reports
#Plots and ga
«Statistics and expressions

Tube
+Stopping criteria
*Reagent labels and lots
Keywords

Reference Setting

+Measured SOVs
{mSOVs)

Tube Setting
sTarget values
«Thresholds
*Window extension
=Area scaling factor
*Flow rate

A

o/

BD

%6 B RigE

23-20042-00



7 ET

TEREAGGEDT : T8
SERE

SERCEEERTTIR - LORFRES -
o 4w TIEEE R -
o HUS TIFABRMNAVESE -
s DM TIEERNEEE -

For User-Defined assays
1. Create tube settings.

2. Create an assay.

Can contain multiple tubes and tube settings
Create a report
Set assay properties

BD

23-20042-00 BD FACSLyric #F B2 6EH
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Worklist Preferences

Acquisition

+ Acquisition Delay Timer
+ Report Delay Timer

Tools Cytometer Help Reference

User Management

[} Preferences Ctrl+,

Export
»  Entry Run Package

Administration

+ FCS View Usage Tracking Log
+ Result Tube / Reference Settings »
Print

& BD

Building a Worklist

1. Select a loading option.

| Loading Options o x|
Carrier Type 40 Tube Rack =
Laading Option Universal Loader =

¥ Unload Sample Carrier at the end of Worldist Run

2. Select tasks to be run.
3. Enter sample IDs.

Task Status Location  Sample Carrier
I ‘Bﬁ-culurS&mlab;m UD = Ready Al-A2 001
|0 Unstimutated Mt Yo Aeqiks. AT 061
[l stimutated Ready To Acquire a7 001

4. Rename the worklist.

& BD

57 Bou: TRERRGEST - TESEE

23-20042-00
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Acquiring Data

1. Edit carrier properties (optional).
Loader Only
2. Load the carrier.

3. Click Run AlLl.

4. \Verify gates and PMT voltages.

. Use the stop timer, if necessary.

[ toad | wix [ RUn Al L Stop Tube = | 07 Stop Timer

& BD

Analyzing Data

1. Verify gates and adjust them, if necessary.
2. Print the report.

':Cnmi:i-mhrmm

="L,l{"i"ﬂ"“£’w,:7 Current Tube  Unctmulsted *  Approve  hot Approve

N By REEREQQ -SSR R

Ik dR-M-B-R-DCrEBBBH A& HE I [

Acquisition Worksheet L) [+ * 4]

«one_Unstimulated - All Events

amgUnstimulated - Lymphocytes Unstimulated - CD45+
& Q1_UR

CDB APC-HT-A

0 0 W0 150 200 250

1000 I 12 o 0F
F5C-a CD45 PerCP-Cy5.5-A

& BD

BD FACSLyric #F B2 6EH

121



122

Putting the Pieces Together

Worklist

=Multiple entries
«Worklist preferences

Entry

«Sample ID
*Sample carrier location
*Entry level keywords
*Audit trail

Assay
=Assay properties

& BD

Experiment

Exercise

Acquire Data [*| Analyze Data

Start Up n Perform Create assay from | ?Cmate experiment from a
System Setup & QC experiment i | BD- or user-defined assay
\ Acquire Data [ Analyze Data

Shut Down
System

Worklist

1. Acquire data.

. Set worklist preferences.
. Build the worklist.
. Run samples.

2. Analyze data.

&BD

57 BT TRARAUSED T - FEEERE

23-20042-00



&Y Bls LIEFENRRER

BiEHGHEEES T ZESR - TEYIHAEESER L EZDE -

B % B TE% JEPEES ¢ = EalETER

a. 4miE TIEE FRIRL

b. I TAEEH -

c. HUS%d -

FE TSGR+ BRI P 2 AT A BRE (5 T A BTl - ASE BB TSI + LIRS - 0
ARSI T R - 2% TN RIUSEAT © 5 131 HINSIUER -

riE LR BB RE

TAEE R mir B e E AU A & S T 28 - ERIE AR, - DURGREY BN RS - B fmir i e &5 -
BT AR FEAN s HA T A M T B -

1 #¥E Tools > Preferences °

2 EEE Worklists Z5 [fE% o

e — R msr

1 Eﬁ%gﬁ%{ ’ %?i&%*ﬁ)ﬁimﬂ’\j General ° Acguisition Delay Timer

. 5 |
Preview for 20 <] seconds

2  # 7 Acquisition Delay Timer » #1LARE
TERUSHTA 20 PP HE T THE A E -

® Use timer for the first tube in each entry (audible alarm will sound)

Use timer for all tubes

3 &M Autonumber Sample ID #1E o

Trucount Acquisition Delay Timer
S%SB/%}\E{%Iéﬁgﬁgfﬁﬁgﬁlrﬁiﬁﬁﬂ%{ Preview for 17 }: seconds
F-Ehm AR -

Report Delay Timer

Preview for 10 _: seconds

Sample ID Assignment

Autonumber Sample ID

23-20042-00 BD FACSLyric ¥&fF EF 24 % 123



i E R I RIBIEN s
1 FEEE - WAO/EBBURNN Export fRAT -
2 HHEEVE SRR A B ISR
WAGITIES

Auto Export Options
¥ Export entry run package after acquisition
Location CABD Export\ERP\Worklists | Browse..

¥ Create dated subfolder (yyyymmdd)

Naming Format

Worklist Name =
Sample ID v
None =
None =
Delimiter  Underscore -

« Autonumber starting with 1

Example based on the o jice Name_Sample ID_001.AssayEntryRun
selected choices

FCS

Auto Export Options
¥ Export FCS after acquisition
Location CABD Export\FCS\Worklists Browse ...
| —————

¥ Create dated subfolder (yyyymmdd)

Naming Format

Worklist Name =
Sample ID =
Tube Name =
None =
Delimiter Underscore h

Example based on the

celected choices Worklist Name_Sample ID_Tube Name_yyyymmdd_hhmmss.fcs

&R
GEREfERR Y  RNGEHES - BE O AR ESER » FEslRlRly (BRE) NETEE -

Auto Export Options
¥ Automatically export results
Location  C:\BD Export\Results\Worklists | Browse.. |

¥ Create dated subfolder (yyyymmdd)

124 %7 BT TIFRERGE T | FEEEERE 23-20042-00



3 HESRAIEMREF -
a EEE/CEERNRY Print o
b  FEEERE Automatically print report for entries °
SHETHUS B ARFIEN AR - WSS (AR LU Print report stBgfReT (FEERIENSE) -
4 B OK > BEFRLF -

BITIEEER
1  ERESA - EiEE Worklists - (o o x

2 {f Manage Worklists Z5[fF8A » B New » FILHHY LIFEER - Iﬂw -
Loading Option ~ Manual -

3 1 Loading Options #H# A - {£ Loading Option IhEEZR [i5EHE
Manual ° Lock Positions

4  BEENE A Worklist Entries RN -

a f}/\\é TaSk ]jJ %L% E/j 6 é/lﬁ/ﬁ UD Dit%'\f ° Worklist Entries pprova Audit Tra E-Signature More... | ¥ \
Sample ID Task Status Location
b E Sample ID *&ﬁ{ﬁ?@]i@]\ Customer 1 - . Cust:rnerl O 6-color Stimul. ~ Ready

BE B LEEENFTA SRS AR - EI_JEgzWE/}IL%i‘%ﬁ%D{E{TE{&UIL}E({EE EPjZm)
Z eI - AT REN R MR AT BRI AR AR B 2R e M AR M B B SV E AR AR 2 2 -

c i Perform Daily Cleaning IE » {EAETAEEE FAVREZE—IE -
5 H¥rartIIFEE -
a &% File > Rename °
b @R TIEERER TIEFHEIEL <BHHESHER> -
c HiEOK-
6 fE Worklist Entries 1544 > #%t Case Number fiiffiz - Z3& 5 A —(HE(H -
(B4R B R B AR PR YRR s -

Worklist Entries pprova \udit Tra E-Signature | More... |~ |

Sample ID Task Status Location Acquisition Time Tube ID Case Number
P q
P Customer 1 6 6-color Stimul. ~ Ready - DP1109

b2 .

Perform Daily ' ~ Ready

23-20042-00 BD FACSLyric ¥&fF EF 24 % 125



S8
1 E5% Run All -
2  BEFE L REErsVESSEEFEER L -
3 HESZRAPIAR] PMT EEJEE -

| Load | Mix Re-Acquire Selected | Skip Tube || 5top Tube +  0:7 Stop Timer

a EhiE Stop Timer »

{2 (AT s BV EIBE T R A E AU s MR s (ReF (20 #0) - BEEE Stop Timer 2l > SEAA E 20
AT THE R -

b AN - FEMIFI PMT SEE - prevew 3

N Cytometer settings have changed, apply new settings to!
£l
c %% Resume ©

this tube only
all tubes with the same Tube Settings in this entry

;?E ﬁ[[% %‘Dﬁﬂ?ﬁl PMT EEJH TET/Q\L?%&D{TF}EH Lﬂ:buﬁﬁi f‘[’%ﬁ[‘L all tubes with the same Tube Settings in this worklist
Il tubes with th Tube Setti d the same task
TE4R - 1524 all tubes with the same Tube Settings and the same @ olibes i fne same fube setfings and fhe same 12
Click OK to apply settings and start acquisition
tas k gf{ﬁgé OK - Click Cancel to revert back to original settings and start acquisition
OK || Cancel |

4 HERPERE - MR E 1 FEREUENUE
5 IR o RERBOEAYEUE EIE > AAEEEEE Stop Timer -
eI R B S e S T 2 © SRR ERAERAN ol LB R -
6 HIHRETHERFT > LR Resume
7 HEHEF2HEESH2E6-
8 e HEsVE - HRHS LIEFEARARE KL -

126 %7 BT TIFRERGE T | FEEEERE 23-20042-00



&E : T LIERENRRER

AIF R A IORE > FE AT ER B Eh AT TAE A BN AR -

B2 T T S BRI 2
> eeoc [ &2 T &2 [T o«
a. FEHT -

b. #LAEEH -

FEIHT

1

o o A~ W DN

£ Worklist Entries B [A > BEEES 1 552 HVEVETEST

HENGERE S 1 AR EEE - c 1: 6-color stimulation de UD
N . 2 Unstimulated | * | Current Tube Unstimulated *  Approve || Not Approve
#E4% Analysis Report 25124 - N B RRNER A xR EC @

R TR AP A T S -

f£ Current Tube IhEEF [ - 5 Stimulated °

Cust: 1: 6-color Stimulation UD
?ﬁ%%ﬁﬁ%‘iﬂﬁﬁ}aqjﬁﬁ??gﬁ% ° ‘ Unstimulated | ¥ lI Current Tube Stimulated ¥ | Approve || Not Approve

o @ W R D e R R 100% - R S
Ho A 2T E R 3 % » 8 Approved - S e e

fAE—(EH B g SERE AR BEh B Bk - FIEIRIE 2GR E LIS FI6E -

CERRME) WREBETETREsREl > Siontm AR - FmAS ABEBEMER - 2A%EEE Sign -
BUMG I E SR T -
EEMHE IO RS HEEIER1IET

T (BEENE)

it (EEEUERTA T ERE AR IO IR -

1

£ Worklist Entries it/ > B 1 HZEHIEVETS S -

WENGERE S 1 ARRIBENRE S - Customer 1: 6-color stimulation de UD
. . | Unstimulated | * | Current Tube Unstimulated ¥ Approve || Not Approve
1£ Worklist control %I - » BE#E Run All - "o DEDRER -EE nn-R e B

Fameal AL el A ey

HER o HBRAR - o ir&IH B A A BUSRY S 2 E -

7 Stop Timer BF{825 AL L ] 2 SR -
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B TIERE
1 HES - B TAEHE -
2 #EE Manage Worklists %5124 «
3 BEERCUEEEN TR - 2441 File > Export Worklist > With Data -
4 IS (R TR AT © AR EE Save -

DR TR B TH S AN BEE ¢ C:\BD Export\AssayWorklists ©

128 %7 BT TIFRERGE T | FEEEERE 23-20042-00



R TIERE

1 TEEEEE AR A YRR R 2

2 ERUS AT AR A kAT RS -

3 HERMTEANE T A AR -

4  HEENEEEEAENERACE -

TIEER A~ AR B TRS BIE
LIUN B~ AETHY—#ER I
TAE C - TIEFERERH—5I

23-20042-00 BD FACSLyric ¥&fF EF 24 % 129



TAER B AR

®7-1 LEEHEEAREERE

ARG TEE

HLEE TNz B AR AR TAE -

Rikéh TNz H R A GRS E T -

EA Forza\E ERtsE - TR H B FFTAAUERVEER -

ek FONEAEHGZ A H EGE -

ErTHtLAE FTORCAEHUG A H saVEN B AR 20t » G e sl R B Bt TR B -
EAtbAE FoRCEA AR H BEVE - GEZ A BUH BBt AETHRERF DT -

T E FONCEFEERIANIEE - SERHERECEEUR
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= 8 BT

TAEREREST - BH
SIEARE

SERCEEERTTIR - LORFRES -
o 4w TIEEE R -
o (ERSSEEERS TIEE RNV -
o [ERESEEEST TIEARENREDEE -

For User-Defined assays
1. Create tube settings.

2. Create an assay.

Can contain multiple tubes and tube settings
Create a report
Set assay properties

s BD

23-20042-00 BD FACSLyric #F B2 6EH
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Worklist Preferences

Acquisition

+ Acquisition Delay Timer
+ Report Delay Timer

Tools Cytometer Help Reference

User Management

[} Preferences Ctrl+,

Export
»  Entry Run Package

Administration

+ FCS View Usage Tracking Log
+ Result Tube / Reference Settings »
Print

& BD

Building a Worklist

1. Select a loading option.

| Loading Options o x|
Carrier Type 40 Tube Rack =
Laading Option Universal Loader =

¥ Unload Sample Carrier at the end of Worldist Run

2. Select tasks to be run.
3. Enter sample IDs.

Task Status Location  Sample Carrier
I ‘Bﬁ-culurS&mlab;m UD = Ready Al-A2 001
|0 Unstimutated Mt Yo Aeqiks. AT 061
[l stimutated Ready To Acquire a7 001

4. Rename the worklist.

& BD

% 8 Bor: TARARHUGEST - BRSSEEE

23-20042-00
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Acquiring Data

1. Edit carrier properties (optional).
Loader Only
2. Load the carrier.

3. Click Run AlLl.

4. \Verify gates and PMT voltages.

. Use the stop timer, if necessary.

[ toad | wix [ RUn Al L Stop Tube = | 07 Stop Timer

& BD

Analyzing Data

1. Verify gates and adjust them, if necessary.
2. Print the report.

':Cnmi:i-mhrmm

="L,l{"i"ﬂ"“£’w,:7 Current Tube  Unctmulsted *  Approve  hot Approve

N By REEREQQ -SSR R

Ik dR-M-B-R-DCrEBBBH A& HE I [

Acquisition Worksheet L) [+ * 4]

«one_Unstimulated - All Events

amgUnstimulated - Lymphocytes Unstimulated - CD45+
& Q1_UR

CDB APC-HT-A

0 0 W0 150 200 250

1000 I 12 o 0F
F5C-a CD45 PerCP-Cy5.5-A

& BD

BD FACSLyric #F B2 6EH
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Putting the Pieces Together

Worklist

=Multiple entries
«Worklist preferences

Entry

«Sample ID
*Sample carrier location
*Entry level keywords
*Audit trail

Assay
=Assay properties

& BD

Experiment

Exercise

Acquire Data [*| Analyze Data

Start Up n Perform Create assay from | ?Cmate experiment from a
System Setup & QC experiment i | BD- or user-defined assay
\ Acquire Data [ Analyze Data

Shut Down
System

Worklist

1. Acquire data.

. Set worklist preferences.
. Build the worklist.
. Run samples.

2. Analyze data.

&BD

% 8 BT TRARAUSE T - BRSEERE
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&Y Bls LIEFENRRER

BiEHGHEEES T ZESR - TEYIHAEESER L EZDE -

R % T U b B2
% [Tlwzeoc | B8 [T & [T %

a. dde TR R
b. I TAF/ER

c. Husss

d. syt

FETFIGRE S AR Z mdk e T s SR HUS IR A AR ENE - AEEREEASIEERE > DIAEUS - 1
FARTHEERENEN - F25 TEFRERUGEIT © 5 119 AR TEERE -

HEZRAG N AR S IBEARRE AT (HRE sk - (AR 40 KRVEZE 502 96 FLIERHVEREEE PS -

SiE LIFRE R

LA R B 2 e E RIS A S R I 85 - E B AVRE A AItRS - DURGES | EVEES - B R a2t i
HEE - AT EN B EM S M E TR RIE -

1 #3E Tools > Preferences

2 %PE Worklists 25 [fE% -

BE Rt EF

1 ,ﬁﬁ%gﬂ% ’ %??Ei’%*ﬁ*&mﬂ/‘j General © Acquisition Delay Timer

Preview for 20 I:} seconds

2 8% Acquisition Delay Timer » 04 RE
TEHUSATA 20 POV o THE FTASE -

® Use timer for the first tube in each entry (audible alarm will sound)

Use timer for all tubes

3 &k Autonumber Sample ID #EIE -

Trucount Acquisition Delay Timer
TR RIS (B BRI 7 B A L T AEA B Previewfor 17 |3 seconds
FE ARG -

Report Delay Timer

Preview for 10 :;} seconds

Sample ID Assignment

Autonumber Sample ID
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AE B RIS | E MR 4T

1 {EEBIERA - BEEERTR Export ©

2 SRR o 2 A TS S ¢

B ARITECE

Auto Export Options

Location

Naming Format

Delimiter

Example based on the
selected choices

FCS

Auto Export Options

Location

Naming Format

Delimiter

Example based on the
selected choices

&R
GERUTIERAE T

Auto Export Cptions

Location

136

¥ Export entry run package after acquisition

CABD Export\ERP\Worklists

» Create dated subfolder (yyyymmdd)

Worklist Name v
Sample ID v
None -
None -
Underscore =

v Autonumber starting with |

| Browse ...

‘Worklist Name_Sample ID_001.AssayEntryRun

¥ Export FCS after acquisition
CABD Export\FCS\Worklists

« Create dated subfolder (yyyymmdd)

Worklist Name 3
Sample ID x
Tube Name =
None =
Underscore h

Browse ...

Worklist Name_Sample ID_Tube Name_yyyymmdd_hhmmss.fes

- RIS - SR AR RESER

¥ Automatically export results
CABD Export\Results\Worklists

¥ Create dated subfolder (yyyymmdd)

| Browse..

% 8 BT TIFAEASE

P BRAEEE

AR lmiy (BRE) N

v

T

B -
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3 HESRAIEMREF -
a EEE/CEERNRY Print o
b  FEEERE Automatically print report for entries °
SHETHUS R ARFIEN AR - WSS (AR LU Print report stBgfReT (FEERIENSE) -
4 B OK > BEFRLF -

B T/EFR

1 E/gj §”W !lj_'_l:ll; WorkllStS ° Loading Options
2 Y_‘ Manage Worklists ?% Hﬁiﬁ%}%w HEEE New > Lﬁ%ﬁ‘ﬁfjiﬁz/ﬂznn Carrier Type e Rac: T
Loading Option W‘
JER P g T A I
3 EEHUEIRE - 96 Matrix Tube Rack
¥ Unload Sample Carrier at t a5 Wl Plate Standard flat bottom
a ff Loading Options 5t/ - 4% Universal Loader - Lock Positions 96 Well Plate Standard round bottom PP
b RIS E ETEE P O PR BRI - (T LU 40 R, ST
%’,—”ﬁjm 96 }L%%ﬁ&@r PS - 9% Well Plate 8D Half Deep

96 Well Plate BD Deep
96 Well Plate filter bottom
384 Well Plate Standard

4  EEEE A Worklist Entries R A ©

//\/\
a & Task Ijj %ﬁé?ﬁ E,j 6 é%] 1% ub ”it Worklist Entries £-Sig More
%ﬁ ° Sample ID Task Status Location Carrier 1D
. 1 Customer 1 6 6-color Stimulation, » Ready Al-A2 001
b f£ Sample ID f#{iL#i A Customer 1 - 2 Perform Dally Clean ~ Ready A3-A4 001

BE BEERLEEEANFrAERIE AR - ESSUs s Ee R E M AR R (K fEis)
Z e AT REIN R MR AT ER IS R AT B 2R e M AR M B B AU S sV E AR B 2 2T -

c ¥ Perform Daily Cleaning T/F » {EAETAEEE EAVR%Z—IE -
5 H¥rartLIFEE -
a #EE File > Rename -
b @R LIEERE LIEFHEEL <BHHEHEE> -
c i OK -
6 7£ Worklist Entries 4/ » $%iH Case Number fi#fir - ZR1&66 A —({EEH -
B 28 4 5072 B B L A o g 1 e g

Worlklist Entries Approva Audit Tra E-Signature ‘ More... | ~ |
Sample ID Task Status Location Carrier ID Acquisition Time Tube ID Case Number
P Customer 1 © 5-color Stimul. ¥ Ready Al-A2 001 DP1109
b2 Perform Daily' ~ Ready A3-A4 001
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LIS ¢

1 EEHEA - 40 STRAE 2R 96 FLIHR EEIE PS
t View Carmes 1D 001 Back 1 ofd 2 % Layout View Carer [D 0L Pate 1 ofl 0%

TCHIBATERAE Layout View fRIAAYTE

1 2 3 ‘ 5 v 7 s B Ay e e e

ﬁﬁiﬁ WO 00000 -uu.vuvv
S OHANETRARMAB LG BE
B - :

a B Load -
b REEBERHER L -
c #hEE Continue °
2 IR Dl KsVEMAETEER L -
3 B Run All -

= PMT ZE - |
4 FERIPIR PMT B — e il el

a B4 Stop Timer °

{2 IbEHR SRR G T R e E AU IR st S5y (20 #0) - B Stop Timer #23ft » SRIVA S 0
R THEE R -

b I - FHRRIIIA PMT FEE - Preiew x]

Cytometer settings have changed, apply new settings to:
c &% Resume -
this tube only

all tubes with the same Tube Settings in this entry

;I ﬁn%/p\ﬁuﬁgﬁi PMT E@;JE% > TET LT%#D{?FE%LH:E‘DH%Q ﬁ‘l_%j.}h all tubes with the same Tube Settings in this worklist

JE4RE > 3% all tubes with the same Tube Settings and the same ® all tubes with the same Tube Settings and the same task

A Click OK to apply settings and start acquisition
tas k ?j\:{f\zljj% OK ° Click Cancel to revert back to original settings and start acquisition
| OK | | Cancel |

5 PEEF 1HES _SEUETR - BEEE Stop Timer -
PERF B & e TG 25 - 35 E R » EHUEXEN 2 pris FE R -
6 RFEEFEREN > 2A1&%6E Resume -
7 HEEF2EELHEAEG6-
8 HUSFTAtEAL - HUT#HEEIREEE Continue -
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&E : T LIERENRRER

AIF R A IORE > FE AT ER B Eh AT TAE A BN AR -

BRI % T S b B %
% [Tlzeoc ™ & | #2 [T %
a -~ FEsHT -

b~ ftAETHE -

FEIHT

1

o o~ W

£ Worklist Entries B [A > BEEES 1 552 HVEVETEST

s SRR S 1 RRDEEA SR - S

. . A [ Unstimulated | * | Current Tube Unstimulated ¥  Approve || Not Approve

#HEFE Analysis Report 25 2% > G IR EEE un- Qe R
Analysis Report d_

WA R P T A T R

ﬁé Current TUbe Ijjﬁ%i%i ’ %?i StimUIated ° ‘Customer 1: 6-color Stimulation UD

/—-;4 ‘ Unstimulated | * B Current Tube  Stimulated ¥ | Approve | Not Approve
¥%ﬂ;gﬁﬁ FE%F%I fTDHgE),Z Fele | ;;_ b i |‘ﬂ E‘ G HES 100% ~ Q m 6

kR Wk-M-@-a-O0FCBHEHBCQE

TRt H e H H RIS sVE 1% » B8 Approved -
A —EE H g A R RE B BIbE T - SIETRIE LSRR 2 LIS FIAE -

CEEIEME) MREE TETHEE - SHon T A E - FMASABBEMER - 2&HREEE Sign -
e 2SR N7
R I RS FEESRL1ET -

Kot CEREEME)

it (EEEAUERTAHERE RO

1

£ Worklist Entries 15N » BhEEEE 1 558 HEVETEE

HENGETES 1 FUBRE B - S SIS
d_ri_lI'N:ulatcd * | Current Tube Unstimulated * Approve ~N<01A,paro~,5_
"~ W DRE® 3w R H S

Anatysis eporc i [

1 Worklist control %1| |- » BE#%E Run All -

o 2 1

AR - S S TE B RIS B S 5 -
{5 Stop Timer {53 (1] 00 SR 55
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B TIERE
1 HES - B TAEHE -
2 #EE Manage Worklists %5124 «
3 BEERCUEEEN TR - 2441 File > Export Worklist > With Data -
4 IS (R TR AT © AR EE Save -

DR TR B TH S AN BEE ¢ C:\BD Export\AssayWorklists ©
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1 TEEEEE AR A YRR R 2

2 ERUS AT AR A kAT RS -

T F
3 BB LIENN 2 TIESEREEAR -
T F
4  REBNAEEEA R ERICEH -
TARBHE A~ USSR B e B E
A B~ AETHY— L TF
I C -~ TAEAENHT—
5 ALK S TEEAG LTS BT -
T F
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*81 LIFEHEEAREEE

ARG T

HLEE Tz A B AR A GRS TAE -

Rikéh TNz A H R A GRS B A -

EA Foraza\E ORtdE - TS H B HFATEAUERVEER ©

ek FOREAEHGZ A H EGEE -

ErTHtLAE FTONCALHIG %A H saVE B R 25t - S EZ sl R B B Bt AT RERT UK -
EAtbAE ToRCAAEZ A EVE - g EZs\BA BT B g ETHRER DT -

T E FORCEEERIBNIEE - GERHEZECEFEUR

142 % 8 BT TIFFERUGHE T - BRSEEE 23-20042-00




9 BT

BrER

i

SERIL LR - R RESY e BRI E B AF -

23-20042-00

BD FACSLyric #F B2 6EH

143



BrEE

PR T 4EERERGSL - HEE RV E B TR IR E R - SEpld MY TAELAMEERE A BRIy TR R AE

S3E]
1 EEAHBEAZNIESEMER -
o ARELERTESY > BF2EE 114 HAY TEDEE, -
o CAREL TIEBRRY > H2%5 128 HiY THEH TIEEHE, -
2 R ILIEARMER BD FACSuite FEM FHlF: -
3 FARMEREEE -
PEREN > F Sl a> JE AR 2=
THEEHIER RS PREF AR B EIR B E PR S PR S I AR A A A R HAVIHE -
4 EEAHEEDE -
PEREN > F il s> B
WARREEAH PTEE T HE IR B - AR AR AT R B A R A R

Control Panel Home

\w Action Center

Review your computer's status and resolve issues | ® Change User Account Control settings

e System and Security

Troubleshoot common computer problems Restore your computer to an earlier time

Network and Internet
Hardware and Sound e YVIHdOWS Firewall
Check firewall status Allow a program through Windows Firewall
Programs
User Accounts and Family L& System
Safety ™ View amount of RAM and processor speed | Check the Windows Experience Index

0 Allow - s @ Device M
Appearance and ® Allow remote acce: See the name of this computer | ®§ Device Manager

Personalization

ﬂ Windows Update

Turn automatic updating on or off | Check for updates | View installed updates

\13 Power Options

Require a password when the computer wakes | Change what the power buttons do
Change when the computer sleeps

Q& Backup and Restore

Back up your computer | Restore files from backup

Clock, Language, and Region

Ease of Access

£ Windows Anytime Upgrade

~A Get more features with a new edition of Windows 7

A% Administrative Tools
=| Freeup disk space | Defragment your hard drive [§ ® Create and format hard disk partitions
":" View event logs | & Schedule tasks

144 %o BT BREH
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{5 BD FACSuite {7 RI{E R LIRERF SRR (0 -

{5 e b AR R ThRE

BD FACSuite {5 A& S EhRE s SRS — (R (0 > AR B S SR s A R R B e (G R (R o B © (i
(& ZE TR PR S 147 HAYER 9-1 -

= ORI RIERDIEE - EHE A Microsoft Windows fiRSE/E B S S RER -

tEh  EEOR B O AE IR S B AT TR G ARG - BRI S — (b BL G R (ot - AT
BRI - R

YRR

i S RURERR

1 BN > 3%5RHEA BD FACSuite #ifs -

2  BHEL BD FACSuite 5 A1EFTHAE -

3 EEFIRRVEERRZER] - A2 Back Up

(< BD FACSuite Backup and Restore Utility

[a=] = )

Restore Sets:

Date/Time Size on Disk Status
8/22/2011 1:20:26 PM |17.48 MB Complete
11/10/2011 11:54:54 Al|63.34 MB Complete
11/11/2011 2:22:07 PM|63.36 MB Complete

I Disk Space Available 425.90 GB I

Actions:

Back Up

Delete

Change Settings

23-20042-00
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4 1£ Backup ¥aETBEA - HERS I O HIRREE NG o] FROMERRZE R

-
< Backup =8 X

Backup

The Backup Wizard will take you through backing up your FACSuite database and FCS datafiles.
Click the “Back Up” button to begin the process. This process will require approximately 123.03 MB
of space.

|  Back Up | Cancel

. A

L REER m FHRRERR 22 I - SR AR Z At o SR ZE -

5 EhEEBack Up °

6 EEM HBIRIFEEIE > ZAREEE Finish

1 PRk BD FACSuite {7 HI1E S INEE -
2 GHERCAUEFRTERE > A& Restore °
PHENEIRGRE o BN AR Z AT B R T A G Oy B BRI R A RF &R e
3 Restore #ahJiHERARLZ > BiiE Restore °
4 B Finish -

5 [ BD FACSuite # {5 FI{EFRINAE ©
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EXRUE

BD FACSuite ¥ °] AU EST 2 A [F]HIRE 284

o BHIEEREE LNHABEHNEETN RGNS RER -

THREEHEE - FEF B S EENEE -

+9-1 TEEAE

EEX FERERUE TR

‘HE: (.Experiment) C:\BD Export\BDFSExperiment FERSEEEN - i S EiEs R &8
B -

TAE%E (.AssayWorklist) C:\BD Export\AssayWorklists TAEEEFEnEEE: » A -

B (fes) TAEEBEANNEE Al E A - S EEMREEE -

e C:\BD Export\FCS\Worklists

Hhha Bl
e C:\BD Export\FCS

s EHE (.pdf)

C:\BD Export\Setup\Reports

& CQC = PQC HEHGER

W ABTICE C:\BD Export\ERP\Worklists (ER TAESEIEE - S8 -
(.AssayEntryRun )
4EE (csv) C:\BD Export\Results\Worklists SKE TAE5BEIE B VaRs T Bl s+ -

ElHE R (bak, .zip)

C:\ProgramData\BD\FACSuite\BD
Backup

BD FACSuite #aa {0 FAI{E R IIEE E IV E
FHEE (7 o

ZAfEtems (ixt, .zip)

C:\ProgrambData\BD\FACSuite\HealthRep
ort

2 2405 EI AR AR ARG

23-20042-00
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SERCEEERTTIR - EORRESRI TR ARV REEE AR -

Fluidics Commands

SIT Flush

Backflushes sheath fluid through the SIT and removes bubbles from
the flow cell.

Clean Cuvette
Runs cleaning solution through the flow cell.

Drain and Fill Flow Cell
Removes persistent bubbles from the flow cell.

Purge Sheath Filter
Removes air from the sheath filter.

T
& BD
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Running
sample

To flow cell

T

\!}

SIT

Test tube —

From flow cell

SIT ﬂUSh ﬂ I_T_>T0 waste

Wash probe —

—

SIT

& BD

Clean Cuvette

Cuvette

&BD

150

5 10 BT SRS < HASERET R
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Drain and Fill Flow Cell

&2 BD

Purge Sheath Filter

J\

Flow cell

From sheath tank =——p

Sheath
filter

To waste tank

Purge line

& BD
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SEREHHE SIS

1 HRETHRESE ST - MEREGESEER TR - BoBE g a A~ L= -
A~ SIT %k
B~ JEBLATE
C -~ HEKRIIR &
v SRR A
FSC 1 SSC IWHREEXEZEZEBEFHAFEIIIR -
ST ZNI Bk S S
T PQC & A ffirm CV -

2 HUSBERET > BUR NYISERENE o FIH EAR b R SRR B R RS -

Cytometer Error x

An error occurred and the Acquisition operation could not be completed
The waste tank cap was removed

If the problem persists, contact BD Biosciences Technical Support.

oK

3 WTHEBRNEVERCEERER - E DU E S EE - TR e B s s, ?

Assay Setup Report
9-Color IP_HP UD

Cytometer Model BD FACSLyric-R Bead Product BD CS&T Beads User Admin User
Cytometer Name Lot ID 17884 Institution None

Serial Number L1234 Expiration Date 2/28/2020

Configuration Mame 4-Blue 3-Red 3-Violet

SUMMARY: PASSED

WARNINGS

Spillover values for one or more fluorochromes are not established

Aszocisted reference settings expired

152 5 10 BT SRS < HASERET R
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4 FERED R EAR T B ERHE

HEE E o ZREEEEE T Run All - BI% o R TYIERENE -

Worklist Run X Lu,..nw... Carrier ID | 001 Sk 1 lof BX
* Sheath Tank Level is lower than permissible ]
2 3 i & 7 2
Worklist run has errors and is aborted. »
.oflo 000
[ ok
B
C
[
E
g E1E BN B IS RIERAVREA 2
LA D H AT 4 SR R 518 2
Workilct Enties | foprovs | - || AudaTrai | - | E-Sgnoture | - | More. | =
Sample ID Task Status Location
‘1 Customer 1 6 6-color Stimulation_MP UD ~ Ready For Approve B A1-A2
11 ¥ Unstimutated Complete Al
» W stimulated Complete
“2 Customer 2 6 6-color Stimulation MP UD ~ Ready E a3-a2
21 U Unstimulated Ready To Acquire A3
2.2 U Stimulated Ready To Acguire A4
»3 Perform Daily Cleaning ~ Ready AS-AB
kA Syt
5 fEEAEtRHl QC MEHERS [Fsl H 33 M1 -
BV605 PMT Voltage
696 CST Bead Lots
m— 7081518
695.51
Setup Status
6957 W Passed
Completed with wamings
694, M Failed
ﬁ 604- Setup Type
A Characterization QC
£93.5- @ Performance QC
B CS&T Bead Lot Transfer
6934
692.51
69? 1 1 1 1 1 1 1 1 1 1
= = 5 S 5 ) o > 5 =
g & & & & g § § & §
2 g o & 2 S o & e g
= 0§ § § % § § § § 7

4160 X TR TEE?
RS A s S 2 A BRI QC AEEEY &R ?

BD FACSLyric #F B2 6EH
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SERCGE(EETTR - RAES -

e

o THBENEVEREEKE -

o HUSALIIHTESE o

Daily Workflow: Setup and QC

Start Up Perform Acquire || Analyze || Shut Down
System Setup & QC Data Data System

« Run Performance QC.

* Run Assay and Tube Settings Setup, if needed.

Setup & QC Options.
Assay / Tube Settngs Setup =
17884 (Bapirex: 2770720200 -

Select.

&2BD

23-20042-00 BD FACSLyric #F B2 6EH
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Setting up the System

Assay and tube settings setup updates user-defined tube
settings and assays to reflect the current cytometer
performance.

7 3
Performance QC
by V.
3
Cre_ate Run Assay and Tube
\ Settings | Settings Setup
Initial Setup Daily Workflow
Establishes target values Adjusts voltages to place CS&T
using CS&T beads beads at the target values

& BD

Recalculating Tube Settings

Assay and Tube Day 1
Settings Setup
Voltages are adjusted to

place the bright CS&T
beads at the saved tube

[0
r_‘:

w & ¥ ¥ B
i'

il

target values. Day 2

i E s s « I K U
-
-

-

550V s=p 570 V
Dayl A Day?2

& BD

% 11 Byu SH IR
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run that day.

Assay and Tube Settings Setup

Select all assays or tube settings you would like to

Satep s QC Optinm | Selent Tube Semtings hnd Adasy Setup Rapen [
R Colagen Al B R A Setap [ Gemerate AN Repors
17884 (lapees: 20070000 o Tidn Sesthogs Lyen Wosh P i
- Tuibe Seetiog Lyve fia o R Sep
n - 1 Tube Setfinge: 8-Color Samaisson ¥ Nunbetp o Gemeomte Reports
Ay Maemn Fyper At et
€-Cater Samuistion LD ras Dotnad Agwon Unwr o
L 1 Tube Settinge Lat Bractaal WP o« Run Setup
T
W BD
W

What you see...

Running Assay and Tube Settings Setup

What the software does...

Setup Tasks

Uses CS&T beads to determine

Selected Assay(s):

6-color Stimulation UD
CS&T Bead Lot

v Cytometer Initialization
v Beads Identification

(_ Determine PMT Voltages

PMT voltages needed to reach
user-defined settings.

¥,
WwBD

23-20042-00
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Assay Setup Report

Assay Setup Report
6-Color Stimulation UD
Cyrometer Modet 8O FACSLymc & Bead oot 80 CSAT Beacs et A User
Comater Nave e iTess A A ad
e Nt [$557) Lope stasn Dane RERL )

Comtiguuton Siarme 4l 3R 3ot

SUMMARY: PASSED

PMTV and Spillover Values - Stimulated (6-Color Stimulation)

]up-l.-n.n- Spillover Values
Poramater vy ‘ Yogeh { [ | 3 [ pecrcyss | PEcy? s o
ctine- Ganerc Garees: Garenx Gareeic Gerenc Gararc
T S o 5 7 a
N 121506 “Na A WA A WA WA
T T T 5 T o o
5 = | = | —= =
1589 ww | a2 nu | 100 | 11 | 200 [T
@y | nm | | o [ [ ) | 10000 | B 144
e LB L RAN._ Lo | o ] o | L1 | s | o
183 11748 nm 020 Erel e . inie Lo

Exercise

1. Run performance QC.

2. Verify the CS&T bead lot ID
and select the Assay &
Tube Settings Setup task.

3. Select the assay(s) and/or
tube settings you are
running.

4. Run assay and tube settings
setup.

5. View the Assay Setup
Report.

& BD
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&E - iTelEs e e EHKE

FoF % T U b BRI 2
% [Tlweocl™ & [ & [T %

ZR > I T REBECEE - MERETE T —HREE - SR WA A TS ERT TR o HiERETERER T A
R E (B S RESE AR o A 8 H AV MERE » (VARSI s Tele sV E e i E -

R ANE -
- TR QC -

o HTHlBENEVEREERE -

BTHERE QC
1  ERESAN > B Setup &QC ©

2 BTHERE Qo AL 76 EFTLEE -

TR EA TR EERE
1 ¥ Setup & QC ZHEEIEMEM N » #EHE Assay/Tube Settings Setup °
2  BhEE Select ©

3 E#E Run All Setup #1 Generate All Reports ©

Satect Tube Settings and Aszay Setup Reports

o

A  Colapse All £ L o R #tup  of Generat
-~ ] Tube Settings: Lyse Wash v Run Setup ¥ Generste Reports
Assay Name Type Author Report
& Scenanod UD User-Defined FACSuite Student v
- ! Tube Sattings: Lyse No Wash ¥ Run Setup
-~ | TubeSettings § color stimulation O8 ¥ Run Setup v Generate Reparts
Assay Name Type Author Report
§. 6-color stmulation O8 LD User-Defined FACSuite Student v

4  1F Setup & QC EEIEMIRA » Bl Start -
5 REEFELFHY CS&T kel ESH MM TR - - 2GR Eh i -

eRka B LIFE - Se VST BRRER - WEBURE & EEIANE TR G A -
6 RERENEKEEE MDA DI KEsERUR -
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1 HEHETES B Ves o WHIS -
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3 CREBE) FIATSCHEHE S
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&E BRI HTREE

R % BT A P BEE 2
% [Tl weoc | =& [T B [T &%

WARGERRIETASKE - TR E R GV RAUS A R ARUS L AT EEE - 25 @E N T Y= -
o FESEE 125 H (FH)) HE 137 H (EHEEE) 19 "B LIESE, -
o BSEE 126 H (FE)) 35 138 H (FHHAEE) 1y THUSEEE, -
o BBSEE 127 H (FE)) 25 139 H (GHEEE) 1y T FEOT, -
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o BT R BN ECEHE -
s BUSEREME -
At ARG EA —THSRE - MBS a e E IR T IR -

W
aur

9-Color Immunophenotyping

) CD45RA
Cytotoxic
T Cells @ Naive
CcD8
CD45R0O

@ Memory

T Cells
CD3

Lymphs
Viability CD45 CD16+56 CD45RA
—~ Helper
O © @ Tk @ e
Live cells NK Cells b4
CD19 CD45R0O
° @ Memory

B Cells

N
£

v

BD
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Lab Practice Options

Option 1: Option 2:
Add Fluorochromes Create Reference Settings

Add
Fluorochromes Create Reference
Settings

Create Tube
Settings

Acquire and Analyze

Acquire and Data
Analyze Data

&BD

Experiment Setup: Configuration

CD3 FITC

CD16+56 PE

€D45 PerCP-Cys.5 Are all of the fluorochromes in
CD45RA  PE-Cy7 the configuration?

CD19 APC

CcD8 APC-H7 Where would you check?
CD45R0O BV421

CD4 BV510

Viability ~ FVS*575

*BD Horizon™ Fixable Viability Stain & BD

% 12 BT e ElEA
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Experiment Setup: SOVs

1. Do all of these fluorochromes exist in the LW spillover
matrix?

Great! Proceed to Add fluorochromes

question 2. to the LW settings,
then proceed to
question 2.

2. Is the compensation adequate for your assay?

Continue using the Create reference
LW settings. settings.

Checking Compensation

If needed,

Preview adjust

Create a Start with Record a

new the LW your fully PMTVs, data file

stained
sample

and analyze

experiment settings it

threshold,
etc.

Potential Correctly
Compensation Errors Compensated

10°
10

10
10*

CD27 PE
10°

CD27 PE
10°

g,

—aus
z

0 w0E 100 1t 108 M

CD3 FITC CD3 FITC

& BD
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Exercise

1. Choose a lab practice
option.

2. Add a fluorochrome to the
configuration, and labels
and reagents to the
library.

A\

3. Continue with your
option.

4. Analyze data and create
an assay.

b 5. More settings practice.

& BD
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BEEER=EIA

THIE R RPITHIET 9 1ol AiRER o R ERIRRITHRERNE -

CD3 FITC
CD16+56 PE

CD45 PerCP-Cy5.5
CD45RA  PE-Cy7
CD19 APC

CD8 APC-H7
CD45RO  BV421

CD4 BV510
fFiERES]  FVS575

ES) VANt e A ST (e
55 1 (EERIE © HOEEE 171 HAVEDEEYE

DUSEZEEEM S - S/EIRITESS 6 Bt ER 6 BB LIFRE - EEEREEEHESEIRA TR BRI

ek it B 2R Tl o AR EVE R EE - I o OVERUE K E AR A B o SRR -
B2 (iR B 175 ES S EE
DUSESHEN S - EgEVFEAEEENS LR TE - RBRNVERISE Tk BRI EE - &% > VAR ER -

FA%G

FE A8 - AHPAESESER FHITARRE - SERELs TR TR BRI -
o FrEES 168 HAVEOCHYRI R LHRE -
o HHEEE 169 HIEURZEERIH -

o EHEES 170 EIATSAEIE EORE -
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SE AR AR

IR &7 ERE 149k} > BD Horizon™ oJ [& & 17 /ERE 144k} 575 (FVS575) @Y BD THaAHRAS - fEEH&E > &
Wi FVS575 ZR4HEE -

1 7% Setup & QC workspace N - Bi%E Configurations &5 [12%; - Fluorochromes o x
Search for

2 ﬁquAé«( ?% BD j—;E ZH%% - 4 [z 3 ZI 3 JfL:‘ ° BB515 |=]
Bv421

3  f£ Fluorochromes &t 75 » 1A FVS575 » ZA&EEEE Add BV510

BV605
BV711
BV786

IR 2 User Fluorochromes T 5 o

4 ¥ FVS575 FE4HRE - Ez: :I:
a BEERFHZEBEMAR > BOHE - ?:;

b & Fluorochromes f&Eff#E#E FVS575 WiE 2 #i5 E(EIEEE C Bt dukhEE - Pacific Blue

Pacific Orange
PE

PE-CF594
PE-Cy5.5

\~ £ N N PE-Cy7

PerCP

c SERHHELEE Return to Overview °

PerCP-Cy5.5
PE-Texas Red

Propidium lodide

Thiazole Orange
—_— V450
. V500

D ; V500-C

VED !
FV8375 -\\dd1
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SE TN E BRI

EIRSEN AL CDASRA ~ CDASRO LUK AF SAE DTS £ ERHE « s Rp R BRI — B0 & > Fra (e &g A
A -

1 fEERIEN - 2 Labels

2 BEEAdd -

3 1F User-Defined Label 001 fi#fir i A CD45RA - D117 =
ZEE TR OFEABRE - FrafEHESE A - FMC-7 BD

User-Defined Label_001
4  AHEE CDASRO FA2 255 I E Bl » SREEPER 2 13 -
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& : ¥ Reagent Z Library

Ti
H

o o0 B~ W DN P

170

ZFE“EP » TPAEH CDA5RA PE- Cy7 s\ £ EoklE « [Ny PE-Cy7 /& —flHuEskl  Frblsl Mg At R = 52 -
SRR E B - CREE IR BB RIS - ISR R 2 FREER] TR LA BB A EEHY -

EERHEN - BEEERi X Beads and Reagents > ZR1%#5E/% Reagents ©  New Reagent

¥E#E Add Reagents °
s & sk £ [E 1Y New Reagent HEiA o
265 Done -

#EEE Add Lot ©

Reagent Info
Product Name CD45RA PE-Cy7
Single Color o
Fluorochrome PE-Cy7
Label CD45RA

£ Add New Lot HfEET78RI > B AL 5 (LB HE R GmsE - AAKIEIR(E Add New Lot

AR HE -
BEEE OK o

AHIEHTHE 2 ERHE -

% 12 BT e ElEA

Enter lot information for CD45RA PE-Cy7
Lot 58614

Expiration Date 3/1/2017

OK

=
15

Cancel

23-20042-00



B 1 (EERE | FrEERege

TEBTASE T > RPN Rkl 2 245 s e (E - 015 Add Fluorochrome Y T{F HU2 K i R HT 4 2 255 8 E
W5 ? B T $HEHERMERHAERECE ERE(L > AR HVEREE - E(EBE SRS EE AR HERY TTV ¥y 25
EROEHE

BE WruEeekian > STHEEE QC -

TR IR R R F e E

1 %% £ Setup & QC LAEEE » E—
2 E Setup & QC Options f;: *}i |7§| E’\j Task Ijj E\E %% oo 1{% Add Add Fluorochromes -
Reference Settings Name Lyse Wash -

Fluorochromes -
CS&T bead lot ID: 17884 (Expires: 2/28/2020) ~

HEFE Lyse Wash 2530 E(H A HATHY CS&T kit 4wk -
| stort |

BLIEE Start o

£ Add Fluorochromes ¥fgE 588N » BhiEE Add -

o o~ W

T T HIHREE
s EEHYRL : PE-Cy7
o PEHIJEAI* : CompBeads
. 27~ ¢ CD45RA
4RSI PR 2 Bl b - ML RS2 S I -
Add Fluorochromes O x

Click Add or Delete to modify which tubes to run.
Acquisition will start when Next button is clicked.

Control Tubes
Fluorochrome Control Type Label Lot ID Unstained ‘
PE-Cy7 ~ CompBeads ~ CD45RA - 546873 (5/11/2018) - -
Add || Delete |
Next || Cancel |
7 g BVA21 f1 BV510 WSS EE D ER 6 - (HEIR4ERF Generic ©
8  HiEE Next -

O 5 CS&T HERMESIUETHER L -
10 HBHRTES » SEHURGATE -

*WFRE LA - F2EE 197 5y TSR, -
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TfEwe A e e E -
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e V450
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{TTIYISEE -
APC-H7
BV421
BV510
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£ Reagents &5 14N » B AFTABERIEDR
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CD3 FITC
CD16+56 PE

CD45 PerCP-Cy5.5
CD45RA  PE-Cy7
CD19 APC

CD8 APC-H7
CD45RO  BV421

CD4 BV510
f#ERES] FVS575

5848 PE-Cy7 1 APC-H7 AYHER4R55 -

HEEE Close -

Tube Properties - Tube 001

Threshold Operation

Name | A
SC v
SC v

e - i

PE - o

PerCP-Cy5.5 - o

PE-Cy7 » o

ARC * o

APC-R700 * &

ABC-HT v o

BV421 * o

BV510 *

FVS575 > o

% 12 BT e ElEA

Voltage

2229 |3
4096 |
6395 %
4655 [§
513 8
599.7 IS
5509 %
4949 |4
553.8 |5
5333 [§
4072 1%

5168 |5

ol e el e el S S S S e

Parametersk" Soncncael <t sl prowiaresst ol e

Threshold

10,000 |5
5000 %
5000 15
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5000 %
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5000 5
5000 3

| ] Bl B O] ] B | Bl
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5000 (%

*|

5000 %

Close
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3  CHEUSEE -

Applied Stopping Rule

[Max Time: 720] OR [Lymphocytes: 20,000]

4  [HFf Tube Properties %35 /75
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1 FIRCHAE SR > a4 By Settings Practice < ZHIHE S 455> -
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3 TS EERMEECEME -
4
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APRC CD19 v -
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tMEt BN EERCEEN T - BIEEIISEIREEAT - SERECRUE B R EUS B -

\

1 $1%f Tube 001 B - ZA{% 754 Create Reference Settings °
2 1F Create Reference Settings #f&5 FHEA ¢
a T CS&T Bead Lot ID BLEEHE4EE QC Al HAYHEZAEFT -
b %% APC-R700 ° #k{%%h#E Delete
c SHEPTAERIERIVEEHYEL - B Control Type* 8% CompBeads °
d  73h# PE-Cy7 Hi1 APC-H7 11y Label $3 to CD45RA #1 CD8 °
e HEsH PE-Cy7 1l APC-H7 Y Lot ID °
f 1 Bv421 1 BV510 ¥ % Control Tubes JEE - B Add -
g SISV EAYEIEERE BVA21 F1 CompBeads ©
h  EhEE Add > ZA&EHE BV510 EHIVEK g
i BHZEE Next e
Create Reference Settings o x
Select the controls and lot IDs that will be used to create Reference Settings.

Click Add or Delete to modify which tubes to run.
Acquisition will start when Next button is clicked.

CS&T Beads

CS&T Bead Lot ID 17884 (Expires: 2/28/2020) ~

Control Tubes

Fluorochrome Control Type Label Lot ID Unstained

| FITC v CompBeads ~ Genenc v v »
PE v CompBeads <~ Genenc v v v
PerCP-Cy5.5 v CompBeads ~ Generic - - -
PE-Cy7 v CompBeads <~ CD45RA d 546873 (5/11/2018) ~ v
APC v CompBeads <~ Generic v v v
APC-H7 v CompBeads ~ (D8 v 46275 (10/18/2019) ~ v
Bvd21 v CompBeads <~ Genenc » >, v
BV510 v CompBeads <~ Genenc v v v

Add Delete |

Next Cancel |

*WFREZEN - FSEE 197 5y T BRI, -
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3 HZR APC-R700 HESEUEEN » HEMRFENERHIE © 2R © APC-R700 A5k HAEMRIATELE » HEHpEsR 2

4 CS&T SERIEAETEERL -
CS&T HE AR - HAEE B LRTE55 18 G LI AR Ry B0k -

Please unload CSAT Beads tube (iot # 17884)
from the cytometer. Please load the FITC
(CompBeads) tube on the cytometer,

5 @ESSHERIERAEEH R - BUSFrAEVE R » BHEE Next -
6 HeEREEGR P Assay_ <AHIHSGE> -
7 B Finish -
SEREER TR EERIENA - FHE 60 RIZKRL
8 60 KEMWEMTTHI—IE Setup & QC TfF » i LB LLEA A RESE R T 2
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B2 EaEE
1 {EBESIN - BHEE Library -
2 BEEEWIK Tube Settings > ZR1& %8 User-defined °
3 EEEENY IP Assay S HEEE ©
4  CEEM) YIEIRE AR E -

ENESE 6
1 FEEF - KA Settings Practice Bk -
2 %7 Tube 001 WS B -
3 REVEE¥a R Unstained °
4  CHWHUSEIE -

Applied Stopping Rule

[Max Time: 720] OR [Lymphocytes: 20,000]

5  [HEf Tube Properties %5 /758 -
6 7f Data Sources T[N > BE1E Next - A& REVE Eran 44 /5 Mixed -

7 HUSFTASVE -

23-20042-00 BD FACSLyric ¥&fF EF 24 % 179



SE BN SR

TERTEME T VENTRARTRS (9 () BV » AATRHITE -

TINTEIE
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BB RS ES  FI5E 181 HAYE 12-3 Frf(l -

BHTZ 507 CDA+ T 4HifE. .

{7 fE (CD45RA+) ?

HillE (CD45RO+) ?

BHZ %07 CD8+ T 4fiiE...

{7 E (CD45RA+) ?
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HE 2 %1 CDAS+ 4iiffe/E B 4l 2
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MIXED - Live Cells
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FSC-A CD4s PerCPnyS.SfA
MIXED - T Cells

15.CD8+ T Cells

<

=
Zn

CD4+ T Cells

[ o 0 100 1t 10
J

CD4 BV510-A

MIXED - CD8+ T Cells
1¢. Naive CD8+ T Cells

Show Statistical Gates/Populations

#  Gate Hierarchy

= Il All Events
= [ Lymphocytes
= Il Live Cells
= [ cp4s+
EC0Q
I B cCells
Il Ur
[ [N
= Il TcCells

= [l CD4+ T Cells
Il Naive CD4+ T Cells
B Memory CD4+ T Cells
= Il CD8+ T Cells
[ Naive CD8+ T Cells
Il Memory CDB+ T Cells
= Il NOT Q1 TCells
B NK Cells

“  Population View
Show Population Statistics

Name |

® [J unsTaneD

‘ CD45RO BV421-A @ U oo
Statistics
Name I Events I % Parent | % Grandparent | % Total I

MIXED:AIl Events 10,000 v 10000
MIXED:B Cells 426 519 514 4.26
MIXED:UR 19 0.23 0.23 019
MIXED:LL 1,687 20.57 2034 16.87
MIXED:T Cells 6,071 74.01 7319 60.71
MIXED:CD4+ T Cells 4,254 70.07 51.86 42.54
MIXED:CD8+ T Cells 1,494 2461 18.21 14.94
MIXED:NK Cells 1471 69.00 1793 1471
MIXED:Naive CD4+ T Cells 2,025 47.60 3336 20.25
MIXED:Memory CD4+ T Cells 2,235 52.54 36.81 22.35
MIXED:Naive CD8+ T Cells 932 62.38 15.35 9.32
MIXED:Memory CD8+ T Cells 563 37.68 9.27 5.63
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B AR B

#E4E File > Create Assay °
ErekEndn 44k 9-Color IP_< AH #ES4ES -

BLEE OK

1
2
3
A4 TEERIEEPY - #E5E Assays > User-Defined -
5 EEEHY 9-Color IP ks -

6 B Assign Lot ID &5 [FEE -

7  HESY CDASRA Ml CD8 A 7y B EIER B HIHL At -

TESETH% CDASRA PE-Cy7 1 CD8 APC-H7 flL2Hs - #R AT LALE 21815 i 4 bR B 14 DL K 3842 Assign Lot ShHCHREHE

i
PAS
9-
9-Color IP_HP UD ‘ Edit
ts § Reports J§ Send to LIS UL LIRS0
Assign default Lot ID to use lot-specific compensation for the tube.
FITC PE PerCP-Cy5.5 PE-Cy7 APC APC-H7 BV421 BV510 FVS575
Assign Lot Assign Lot Assign Lot Assign Lot Assign Lot Assign Lot Assign Lot Assign Lot Assign Lot
Unstained cD3 CD16+56 CD45 CD45RA cD19 cD8 CD45RO D4 Viability
Generic Generic Generic Lot 546873 Generic Lot 46275 Generic Generic Generic

8 [EHEHMmEREN: - F2FE 115 HiY © fwiEsaEt
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T E R d ks Scenario 2 o LB ERTE R S H4E LW SR EEAVEVE o 1F Tube_001 » i PerCP-Cy5.5 S5 5
PerCP - 7F Tube 002 » 357788 S (T-fof &8 -

1  FSCEENTA2EREEEAME 2 5T RE?

2 EEGETICEILHUERS ? SRl SLRTE A AR FLET 7

B 287

FHEMEEEES > & Tube_002 Y FITC 85 5 Alexa 488 °

1 FSCEENFTA2EREGEAME 2 5 MR ?

2 EEGETICEILHURS ? Rl SLETE A AR FLET 7

3BTRS Alexa 488 HYfHITH ?
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$TEHHEIE RS - 1B Tube_002 /Y Alexa 488 855 & BB515 °

1 FSENFTA2EEGEAME ? 58 BE ?

2 EEEFEIISUERNS 7 EE - R(TH ?

3 mAMeRESAR AR 1R 27
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2 {ERILAE BD FACSuite #e Gies PRI (7 1k SRR 2 A BE BHIRREHY &R - IS et T2 2

3 WRTFEER LED IREFTNEZIRE L&k A DUEEHE -

F
4  BITHRZME CVAVEER (X0 : DNA 4HAEEEASHT) BE BB msg ?

a =

b

c (&

d SEHE
5 ZERMHAIFRER DI KREEEAETEERE -

T F

6 FESREIETNEZAORARITERRE > MESGLRIUERATE ?

7 RSEAE LT B T REEEE TR AR AT R > Fll BD FACSuite $RERVAKERTEEGIRAR - DUESEHE BB

8 HEREZEHMITRE(LQC?

9  —PHMARRER - RESERUTE > A REFAT CQC ?
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10 F¥2EREENHER?

11 AP DAGE FHYREE B T E 2
a BD Compbeads
b CS&T fisk
c FC ik
d FERER
e ARICHH
12 A sk e B R R 2

13 %4 FifE BD Compbeads & i & AR 51 -
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8 2 Kigt

1 1ERE QC HY=AEiEHE, A RIE Ryl 2

2 ESREHSEIZRT#ITIEEE QC -
T F
3 Wi Setup #1 QC L{Fr] AEE Mt E A A BB L NaEE ?

4 RECEBIT PQC » SR NI E R E BNV ERRTE -
1T CS&T ik -
FHRERIER PMT EEE -
EEILHAE B -
SHETEVE RS - Z/1%585% Create Tube Settings

THE A EAERHIAAYEE -

5 HETIfEEEN > Not Ready HUREERFEEZ 2

6 W TORE I H A EHUS12 5 BhEEH ?
a &R
b TEEHE
c  WMABTEE
d FCSEEETIE

e #HE
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4 EEEIRER > WRHERKEERETEERLE -

5 o RfERS @S ?
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11 FHU S R R SR N TR 7
a  HECAEIELRE -
b HiratE -
¢ MR ELE -
d  HERZSB TTV ESHREAN -
12 BD FACSuite #CHEFY » £ FMAREIAT BD SR 2
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13 EREEERERZATRIINVESR - SERTSECHEAEERNSHROEEES - CRERITIRLS B REfk
PRIRIE S HAY R MERE R E(E 7
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T F
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CS&T EREMUE

EE RREHEESHEEIREE - BRI CS&T (K - EiIR

A EFHFARRE

1 BHE BD FACSuite #ie o

2 {EEHELE > & System Status © QIR TRV AREERE TR, > BVERSR

REHEITHZE IR

210 CS&T ik

1  Fi{¥ bdbiosciences.com.

2 {EEEREIIT A CS&T -

3 MUBMIREIRRRETBEETR -

MREBERASBEIFHOR

BD FACSuite B

BD FACSuite BEpREREE

BD™ CS&T RUO #Ek (BD
CS&T RUO ##3k)

BD™ CS&T Bk (BD CS&T
)

BD™ CS&T f##k (BD CS&T
29

M CS&T HR

s s ERETAY R R, DURE AR R aR e B THYLAF -

BT BRI B IR B 4RTE -

AAIREE TR RHEK -

T4 e ™ R | s o)
K QC 1.0 p
TERE QC 0.5 2
SR R T 05 2
TSR 05 2
BIISEREE 0.5 2
TR E 2B 05 2
FHEERE 05 2

System Status

BD FACSLyric-R (SMN:L012345)

Connected

HATLEVEEA - SRR IYHERLL 2°C 2 8°C 1ZIERISIE - Mike(s » BB IGE - fUBKAE 2°C & 8°C T RI4EFIEE
7 24 /NIFEVEAE 15°C £ 25°C [ HJZE 8 /N ©
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BUCHIZHREIM E » W HA R IEHY BD FC IR » A RE4ERA RIS AN R R 2B 3EE - TRYIMAVZIRE
SHRGPTRREVINEK -

#B-1 4 f16 ft IVD/RUO 4HfE

i RRE
BD™ FC fEk 7 =4 IVD

FB-2 87110 IVD/RUO 4H#E

i IRRE
BD™ FC ik 7 (&4l IVD

BD™ FC fiFk BV605 RUO
BD™ FC {#Ek APC-R700 RUO
BD™ FC fiiFk APC-H7 RUO
BD™ FC gk V500-C RUO
BD™ FC ¥k V450 RUO

#£B-3 12 1 RUO 4H%E

B IRRE
BD™ FC gk FITC RUO
BD™ FC ik PE RUO
BD™ FC ik APC RUO
BD™ FC f#¥k PerCP-Cy5.5 RUO
BD™ FC fi##k PE-Cy7 RUO
BD™ FC {#¥k APC-Cy7 RUO
BD™ FC fFk PerCP RUO
BD™ FC fiEk APC-H7 RUO
BD™ FC {#¥k V500-C RUO
BD™ FC f§Fk V450 RUO
BD™ FC {#¥k BV605 RUO
BD™ FC f##k APC-R700 RUO
BD™ FC f##k RUO-BV711 RUO
BD™ FC f##k RUO-BV786 RUO
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ERTEN > FHIE Control Type #1 Unstained f#{iz A& -

Add Fluorochromes O x

Click Add or Delete to modify which tubes to run.
Acquisition will start when Next button is clicked.

Control Type abel LotID Unstained |
CompBeads ~ @CD4 o 67851 (11/10/2020) -
CompBeads ~ D8 "1~ 46275 (10/18/2019) -

Add || Delete |

Control Tubes

PE-Cy7

Fluorochrome
APC-H7

Next || Cancel ‘

A =R IREAI A EE - FC Bk (FC Beads) ~ BOLAYRIEIEAH (FC) LUK BD CompBead #ifil (CompBeads) -

FC f83k
PRER AR RE S e TV ERVEDEHER - BB RS TIERMEK -
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AILUEANAE ~ RS T EAL TR PE (5140 © DNA ZLEFTRRHIAINE ) FIEREER Zﬁy‘ziﬁﬁ’j%ﬁ”fﬁ FTREE A IR,
EHERERAOHENEEREEOHIEE - EESE FC fi3kek CompBeads MSMNIFFERRIE TR EA R MHBIARERE
RARE ] -

CompBeads

B E WA FERIMER - SMERRERTERER - ELMERTRE Y 225 5 HEVR B RTe R & o G DU SIME
AR EHIEVE STl R ER E IRk -
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1 7t Experiment TAF&NA - B 6 A4 HES -

2  1f Worksheet T E7%I | » 3% Add Report %8 ( &l ) -
B8 Report_002 25 #5748 - WK~ S ian 2 A2 2 -
B e E AR BB ESE -
TEses R —(EETTE -

REELTIEIY X #iip CD69 PE -

~N~ o o b~ W

ST E T ERE S - A5 Duplicate @ EEILAV/IMEFIRYEE —(EEZE -
R o RFERS E TR R
8 RE(EEIERY X ik CD154 APC -

BV H S EEE
1 &% CD69 PE HJjE Rl §# 11 5545 Properties -
2 1F General 5[4/ Parent Population iy /5 » %% CD4 T-cells °
BB EIFTA TAERME S SR E RIS E S - FERUS TAER BT IR ERAYRAFT -
3 BP% Run Pointer &HUG B MERRUR KR A0 H% -

4 1 Histogram Z5[fZ% A Histogram Visualization YT
77 0 B Fill Histogram fZEU5HE -

Histogram Visualization

v Fill Histogram
v Draw Curve
Display Stacked View

Edge Percent Ignore | 5
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5 1£ Overlay 558N » X Source f#fiNEE#E Stimulated » piot eaiar x

AXEBE Add

WA E Layers T B - Overizy

Source: Stimufated -

6 1f Layers [ » #E## Stimulated -
Edit Layer B IH{ER T - -
7 1 Edit Layer NJ5 » 87 41
a ¥ Population IJsEFR I > 154% CD4 T-cells -
b EEHEM -

¢ J* Transparency % H#fir - ##i A 50 e

Tube / FCS Flie Populaton Visibie Color  Line Style
Stimulated a1 Everts | E | |sois |

Edit Layer
Tube: Stimulated -
Population: CD4 T-cells -

X Parameter: CD6S PE-A -
Visibility: ¥ Visible
Color: I
e I —

Line Style: Sclid -

8 [ Plot Editor %5558 -
B ERAE SRR EE S -

9 EEE&S%E% s gj\qﬁ%j% Show Legend > Bottom ° Unstimulated - CD4 T-cells

10 #t¥%f CD154 APC EJJEEHER 1 £ 9 @IS (HETEESE -

Unstimulated - CD4 T-cells

§ 100
a
o

50

40?0 10 10° 104 108
CD&% PE-A

Unstimulated-CD4 T-cells (PDS) CD69 PE-A
Stimulated-CD4 T-cells CD69 PE-A =

S0 0 10*

10% 1
CD154 APC-A

Unstimulated-CDd T-cells (PDS) CD154 APC-A
Stimulated-C04 T-cells CD154 APC-A
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1 7 Worksheet T.E%I - > BEi5E Create Expression ###ft ( flx) ) -

2 E¥E R

Expression Properties $5E 7 BRBHRL

3 7 Name #@fr N A EE%

¥ Advanced Search
Result | No Value

Prefix  Activated CD4 T-cells =

4 1F Prefix iz - @y AZ/LA7 CDA T #lHf = A6 4F Suffix A AN A Gt ™ *

ot (%)

5  EEE Advanced Search 5%iEAJ5E70E °

EEAERUS TAER BRI RT3y - ST PAGE I s D RE R R 1T

TR T

6 7f Search f#fiz A A Q2 UR % -
AR BTSRRI EE(LAY CD4A T 4HAE -
7 B ZE Stimulated > Q2 > UR /5% % Parent -

8 1 Expression T.E%1 I~ » &% Subtract 2t -

Expression li. 2 ||m\
Name % Activated

/ * In log abs ()

% Parent (Stimulated,Q2_UR)

23-20042-00

Expression Properties

Expression | o}
Name % Activated

+-*/*lInlog ()

Expression Properties

~D">umgf‘/{3. .

Expression
Name % Activated

+-%/AInlog abs ()

3 Parent (Stimulated Q2_UR)

#  Advanced Search
Search: Q2ZUR %

% Parent

% Grandparent

4 Stimulated
4 All Events
4 |ymphocytes
4 CD45+
4 (D4 T-cells
4 Q2
4 UR

7o Gfanoparent
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% 2 Unstimulated > Q2 > UR ifi#5#E % Parent °
Expression Properties x
Expression |t}

Name % Actwated

"/‘Inlogabs()b

% Parent (Stimulated Q2_UR) -
% Parent (Unstimulated Q2_UR)|

A~ Advanced Search
Search: Q2 UR %

4 Populations -
4 Unstimulated z
« All Events
4 Lymphocytes
(D45«
4 CD4 T-cells
4 Q2
« UR

Cranopd

4 Stimulated

10 ELEE Formatting 25 [1EEI7 581 18 fE AT A/ -
11 FHEA Expression Properties {5 /558 -

12 BEFRREHRENFENE -

Unstimulated - CD4 T-cells

Unstimulated - CD4 T-cells

€ 100

3

=]

o

50
-0t 0 102 10 104 108 ° 40 0 102 10° 10¢ 105
CD69 PE-A CD154 APC-A

Unstimulated-CD4 T-cells (PDS) CD69 PE-A
Stimulated-CD4 T-cells CD69 PE-A

Unstimulated-CD4 T-cells (PDS) CD154 APC-A
Stimulated-CD4 T-cells

CD154 APC-A

Activated CD4 T-cells= 35.9%

b B: AR
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¥EEE center section * {E /& Header °

FEI2HY Elements JEELPN » BEEERTZC <Worksheet/Report Name> °
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1
75 left section > {E /5 Footer ©
/T.

2

3

4 &
5 £
6

# Elements JEEN » BLERIZX <Experiment/Assay Name> «

HEBIEENEEE Show Border °

Header o Show Border I
I <Worksheet/Report Name Label> I

<Worksheet/Report Name>

Footer v Show Border

<Experiment/Assay Name Label > PageIof N
<Experiment/Assay Name>

7  BL3EE OK - [#HEf Header/Footer %55 588 -
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Standardization

Standardization from Day to Day

hE
_ 83
A 3]
g |
5 .|{ by
l“'-' T"'-. RN . P
A0 10 0 w
Goal: To be able to compare
results across multiple days 8
and reduce user-to-user B i+ 4 |
variation. ey b
20 R
C = »
I|’ b
e

&2BD
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Standardization Across Cytometers

=
A 3=
Ogt L
k= .
Goal: To be able to compare
results across sites and o
cytometers. B i .
; ,J "~'.~“
m‘ I-I!Izﬂli ' H"::“ ' w0 0
C 3= ,
EE y
o v 10* w0’ 0t 5

Standardized Setup with
BD FACSuite Software

One Cytometer—Day to Day
* Run performance QC daily.

Create tube settings for all experiments and assays
* Run Assay and Tube Settings Setup.

Multiple Cytometers

Run performance QC on each cytometer.
« Import assays, experiments, or tube settings.
« Run Assay and Tube Settings Setup.

& BD

BD FACSLyric #F B2 6EH

205



Transferring Assays

_ ‘ji i

1. Run performance QC. 4. Import the assay into the
ibrary.
2. Create an assay with tube 5. Run performance QC and
settings. assay and tube settings
setup.
3. Export the assay from the 6. Run the assay.
library.
A
& BD

Tips

- Import any reagents from the library as well.

» Verify that you have added all new fluorochromes to the
configuration and reference settings.

* You can also import experiments and tube settings on other
BD FACSLyric systems.

&2 BD

206 MHF B: HAMZEA
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1 1 Library TFEEP - 52 Assays > User-Defined Assays -  —
2 ¢ User-Defined Assays Ak N5 B IS At Eg ’ hs;ygnfauomys
3 %j@ File > EXpOI"[ ° 4 Beads and Reagents
CS&T
s o BIEETEL(IE ¢ C:\BD Export\Library\Assays. FC Beads
Reagents
4 %IJ_'_[?‘ZELE Save ° re:v:mds
N N \ S EA AL N N N 4 Tube Settings
5 R EREAE I (ud) B USB ARSI CD - e seting
User-defined

» Computer » OS(C:) » BD Export » Library » uw

File Edt View Tools Help
Organize Open Bumn New folder = v i ®
X Favorites Name : Date modified Type
B Desktop 6 color test 080211 UD.ud 8/2/2011 4:14 PM UD File
# Downloads 6-color Stimulstion_S12 UD.ud 8/2/2011 10:30 AM ) File

. Recent Places

f ~4 Libraries
* Documents
J‘ Music
1 b= Pictures
|

. Videos

- o« " ’

6 color test 080211 UD.wd Date medified: 8/2/2011 414 PM Date created: 8/2/2011 4:14 PM
UD File See 371KB

NG
1 EAFERAR L - B SR -
2  #4E Assays>User-Defined Assays °
3 4= File > Import °
4 TEEATHFAHI RS SRR BREEE OK -
Wi s e BRI -

TR BRER EREERE

R - MR EREE L GBI EEHE - B2 SEREEFRE S WL T B SR e B TR -
1 %S Setup & QC TEE -
2 % Assay & Tube Settings Setup * {E& T -

3 B Select °
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4 8 Run All Setup #1 Generate All Reports ©

Select Tube Settings and Assay Setup Reports

R Colapse All
-~ | Tube Settings: Lyse Wash
Assay Narme Type
b Scenario3 UD Usar-Defined
- | Tube Settings: Lyse No Wash
~ |  TubeSettinge 6 color stimulation OF
Assay Name Type

§, G-color stmulation 08 UD User-Defined

5 HHEE Start
6 i CS&T MBkelVEFE MBI L IMRR B -
D

G

\l

HATER
1 EEEREY EVEHEG o REEH -
2 % Acquire Data in a Worklist -
ey ~ ZZEHTIEEERARL
3 1 Task JEEERETAYEEE -
4 FEARYRSEE A Worklist Entries R «
5 ERCHVEHAETIRE (TEEdARE) -

EEFSERE > FEARE R EREERE > MR EFT -

6 BITLIEEHE -

IR A RIT LIS B =il 552556 6 mNIE 7 % -

EhaasR
1 SRR
2 WS RLY FTEIR A RS M T
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Authos

I o & v -‘l
¥ Run Setup ¥ Generate Reports
Report
v
¥ Run Setup
o Raun Setup « Generate Reports
Report
v
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1

o o A~ W DN

£ Experiment T{EE&E N > Z{# Manage & BD FACSuite
Experiments &5 [1Z4 - File Edit View Tools Cytometer Help Reference

Manage Experiments

#Ef# File > New Experiment from Assay °

Y | Expenments Browser o
\ S REA L ‘ | P Seard
B RHHURI S EE OK - hos 2 S

||All Experiments

PHAM BRI T (T R L A - o
B RLLASSRET - 3554 File > Create Assay - = [[ere by Dfhen
iy ALTEAIEREA -

HEERIANE AT o SRR - AR -
BE7E OK -

T T E R -
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b QC (CQC)
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