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Cytometry and Fluorescence Activated Cell Sorter (Practice in English/Japanese)
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Flow cytometer is a device that can semi-quantitatively measure the expression of individual
cell molecules. There are two types of devices, an analyzer and a cell sorter. Antibodies
recognized by fluorescent dyes are often used to identify the expression of molecules. It has also
been attempted to measure fluorescent substances other than labeled antibodies.

As a practical training, we detected with FACS using beads for flow cytometer setup.

* FACS (fluorescence activated cell sorter) is a trademark of Becton, Dickinson and company.
Practice content:

Beads for flow cytometer setup are detected with FACS.

We will analyze using three instrument, analyzer BD LSRFortessaX-20 and BD FACSCanto I,
and cell sorter BD FACSAria Fusion.



[Practice] Time schedule

1. 17:00 - 18:20 Practice (HIfATFEERE2. 4)
Explanation of instrument

Data acquisition and analysis

Practice will be done in 3 groups and 2 instruments in turn.

Group A; LSRFortessa (17:00-17:40) — AriaFusion (17:40-18:20)
Group B; AriaFusion (17:00-17:40) — LSRFortessa (17:40-18:20)
Group C; AriaFusion (17:00-17:40) — Canto II (17:40-18:20)

The aim for today’ s practice is to learn about the settings and analysis for FACS.

We want you to know that FACS is a useful and easy instrument.

M Practice

Samples to measure;

Samples are prepared in the tubes as shown below.
Adjust the voltage/compensation for settings.

Analyze the percentage of PE positive Beads.

Tube NO. 1 2 3 4 5
label Unlabeled Unlabeled Unlabeled Unlabeled Unlabeled
FITC PE APC FITC
PE
APC
Unlabeled O O O O O
FITC O O
PE O O
APC O O
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BEfHREDEI &= IEFEICRIE 3 D Ic (CHEREIN DB SETT .
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\ BELCTOY hTTFTUDEBRNR ) A X ZHY T DHEETT, j
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@  Area Scaling Factor DA% :

1. Cytometer J-1 > RJ®D [Parameters] F77%:&RL. [Areal & [Hight] ([CFTwW
DEANTHEET,

2. FSC-A vs SSC-A. FSC-A vs FSC-H. ex. FITC-A vs FITC-H. ex. APC-A vs APC-H @
JO0v hZEERLET,

3. INST A TUTIVEREL. FEXDTOY MTHEABEHEERNHBRICOMI DL
S(C. Cytometer J-1> ROMD [Laser] # A3 D Area Scaling DfEZRELE T,

* Area Scaling DIEZAE UTZIHE(E. BEZ AT L THEWNTLSZE0)Y,
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‘ =T o Cytometer - LSRFortessa (H65742141001)
i e
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I L
,-{ '“! Name Delay Area Scaling
¥ e ¥ Blue 75.02 0.2
Red .65 0.5
Vickt 109.31 071
o pummantaess | gmmmontecs | gmmoness w 0.00] 0.
i it | | =
g o8 S | g S A A ellow Green 144,63\ 0.75
4 g S Ll | ; — =
# w3 =, L3 =
[ o 7 Lf i i o FSC Area Sealings | 0,71 eﬁ
T p O ™ e v e
s ¥ - A

® Threshold DA% :
Cytometer J-1 > RO®D [Threshold] #77%&:&RL. EZFAEITDCETTIUND
JARXST—HEHY NTEET., *{IEHMEL FSC : 5000 TI,

12VEDZEH (L BD LSRFortessa™ X-20 Flow Cytometer Training Manual & F &
(A
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BD FACSCantoll ZOA—=Y1 P XPY—-2XAFLRHLDEE

T NEHRBERICAY 1 &BLTSEELY,

FACSORZ7NDBIIREKRETNEETRLTILESCLICE S, RBOBEUHELR
BTy, Y7V NBERMICAY 1 %&BL TS &L, BDFalcon #352235 % {#H
LTSEEL,

T NIEIRBERMICESRIBL TS S,

ChHRFEERLU L., RBODEY ZBLT I -DICHADERTT, FACSOY > TNVIFF
1—7AZMELTERICA>TNEET, WE[Z2LTLBDIHTROWERA. Lo
T YTV HFa1—-TOERICSERELZKETY TV ERT E. KEOHMRBRA—EICKE
RICAZ=HEEVEHRELET.

CAEBTF-2 3 TDMERSRS.

T—2ZHDICHELTHBZLR., T2 REOMENAL ST, BBOEREDICLE
ERIFLET, PCAIEICUSB ZBBLTVETDT, 773V aXE)—LELZIFRAVE
E<S LEATY.

. BBRRERET S,

FACS BRIBICH TN ERLT, FSICL—YF—RE2BHLT. 85h2REk2RHETS
BETY. LEA>TRIEADFH (EARESF) HFAETRENBETICERLEY. ERARE
BIMEBEDHETRHFEREL TS LEL,

Y7 VARE, HE. BRIRMECEATISEMVEDER : 0120-4890-77
wEOWRE., b3 7NVRERIIE : 0120-7099-12
EREEICTANL -G —DHBN=LET,

T, YO 7NVIARE. . ESRIREICEY 3 ZHRIE tech_cell@bd.com ICTHEYW ET,
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Section1-1: X&— PPy 7 (MBRU PC DEN)

| PC % Windows XP ¥ : BD FACSDiva™ software Ver 7.0 I8l |

D FEEAEO X1 BERE (R) EANLET,
@ 292#% . PCEREANET,
@ Windows @ Log On #RiEL F9, (/SR — K3 BDIS KXFETT, )
@ Divav7 b2 x7iER
® DvaV7bD7LaERIVYIIL. TNE2£A=21—0 TOpen) BIRLET.
® Login EAARTENET., NAT—FRBEHVEHA.
® Cytometer 71>~ F 2O TEBAH TCytometer Connectings A*S TRemaining warm-up time

H L < MThe systemisready) (CEIWEDLW T, BELICL—Y -7+ —L7Y TOKM
PREEN, LY =01 —LT7IYTHRTTIEVATLRE— T I THRETLET,
©® Diva /7 bEAXEDFEHETH. CST Mismatch 71 RIHRTENFEFTOT. MUse CST

Settings) Z#/IRL &7,

| PC %% Windows 7 @4 : BD FACSDiva™ software Ver 8.0 L& |

MDICPCEEREANET,

Windows @ Log On £3RiEL £ 9. (Admin 7 £ 32 2:8IR: /XA — FIF BDIS#I ANXFTT)
AEEMEO XA ER () ZEANET,

35 . DvaV 7 bz 7iER

® DvaV 7 b7 ERIVYIIL. TFNE2A=21—0 TOpen) #BIRLET.

® Login BEARTENET, NAT—-FRUEHWEEA.

Cytometer 71 > RO TaBA A [ Cytometer Connectings »S Remaining warm-up time |
H L <IE MThe systemisready) (CEIWEDLW T, BELICL—Y -7+ —L7Y TOKM
PREEN, LY —0x—LT7IYTHRTTBIEATLRE— T I THRTLET,
® Diva V7 bEXREFEDEHEETE. CST Mismatch 71> FIHARTENFTOT. MUse CST
Settings)] ZBIRL %7,

CHER NS

@

*Diva /7 b &I EIF/#&. 5 FEEZBL TS MCytometer Connectingl OFFHWE DS LK
B. &L <& TCytometer Disconnected] ARFRENAEBFREFIARIPIFI—ERILTVET, £
DEABFHTINFiles x=a2—HSDivavy 7 bZTQuit1 LT, AV Ea1—42—8LV FACSCanto
NEREDEFEZ2>TTEL., TOR1EESFEVELEE, BERAI—PMPY TE2{T>TLES
(AN



Section1-2 : X5 — PPy 7 (ZBRDEN)

@ Fluidics Cart DBRENERZLTTEL., BEICIKUTEBROBELEZTVET,

@ *=a—15—0TCytometer 1 —TCleaning Modes J —
— [Prime After Tank refilly Z&8RL. Fx v IR l“z;*”mw:;‘“":q’;*’] B (D
YYIARTICFIV 72 AN&. OK 29Uy o | rowl| =]
ILFET. BTOAYE-UHHES OK 20V
YILET,

@ Fluidics Cart HIHINDR 7 1 W Z-DIT7REZTVET,

BD FACS shutdovm solution  BD FACSClean solution port
port and cubitaines and cubltainer
7

LA \«— BOFACSFlow port

BD FACSFlow cubitainer

Huidics filters

@ SITICEY PLTHZBEAKRKOF21—-T2HLET,

® A= a2—i5—0 TCytometers — TFluidics Startups 22 Vv 2L %9 . HEiEEIC 'Confirm; A
RhEITDT. 0K 24y o9 3 L& Fluidics Startup AR E N F 9. Fluidics Startup BT
. EE_LIC "Fluidics Startup Complete. The System is Ready) d X £— I HHET DT 0K
29V oLET,

©® AELBOF7IVELAR7ER. 70-CENVICEZRHRALTWESEEBEBL TS,
K[iahhB3B/E. A= 1—/v—0 Cytometers — lCleaning Modes 1 — 'De-gas Flow Cell; &
209y 9L%FY,
*x ZORE. Cytometer 7 > F7EMEL 'Status) # 7HIC 'Red Laser Power Low) D X £ — S HR
NETHEBRL T Clear) 22V Y VL TTEL, Sh3EET7 I/ LART7E2RTZ 2 EICED XY
t—-IT. HRTRHVELEA



Section2 : WEKE (CST Ick S Check Performance DJEfT)

CNCNCR NS

SN

© @

Fluidics Startup O#&Ti&. * =21 —/\—® lCytometer; — CST; 22UV 9L 7,
Diva */ 7 b @ Connection AtIEiE h CST EIEHAEEL 7.

CST EmA'#2Eh#%. Characterize &% TCheck Performances Z&RL £7 .

Setup Beads @ Lot ID AIEL < BIREh T B HERBLET.

Status EEA SMEOKBIAEZEABLET.

X @iEdD Check Performance 75 24 KR EEBOIBE A Y - B FEFTRTRENET,

5ml QFEF 2 — 71 0.35ml ) FACSFlow & 1 i CST Beads ZRfIL 7.

Beads DA 7&F1—7% SIT ICIRYUMHF. TRuny 22UV 9L ET. BRBOAYE-IH
HEITDTIOKI 29V 9L ET,

*Beads I H/MESEATHREL. 8 KRALAICERAL &0,

Setup Tasks HRFEN, INTOHBICLHRFTENDIERTTY,

CSTHRTTREF 2 —7MYHALD Information KRR ENZDTF 2 —-T2RUHAHLET.
SITHAB@EKFENET. View Reports &Y 29 % & Cytometer Performance Report 7
RTENET., FREFIC Pass HRTESATLNIEHES U EEA.

XFail AHZBERIEF 70—t DiEkiEZITVVET.,

CST#Ti# X =2 —/3—00 TFile; — MExit] Z#®IRL F£7, Diva V7 FHEEE L AEDiER
#&7Ti#%. CST Mismatch 71> FODARTENET DT, TUse CST Settings1 ZBIRLET.
TDET—2OMV)ABIRELZITVET,



Section3-1 : WERMHEDREIL E 7T — 5 DIFF

<Experiment 8&U'70Y b DIERE> B2 Browser
@ Browser 74~ K2Ic#H L W7 + )b 4 & & U Experiment ’éf'ﬁﬁfil{i'd'o
BEOF—22M<BaRTavE4 7MoYy s LET. [0l L]

Folder Experiment

@ Specimen GEHEBOY—2)D T+ 20V v VL THEZ.

TREIC4 % Tube @ TAcquisition Pointer; 22 Vv 2L %7,
Acquisition Dashboard & & UBIBICUHEL V1 >~ K HERREEIC T e
BUET.

@ Cytometer 71 > K2 Parameter # 7 2R .
Delete KZ > TCRUBEBENG A—2—%2HIRRLET.
—BOLBIFOBAE, FSCRUSSCRIgDFITYY | :
EHL. BENFA—G—FloglcFIv V% —
ARET, : '
A(Area) DEIICF TV Y HAOTWBZ L2 WBLET. | ) (== .
BEICHLUTH (Height) & W Width) ke Fzy s o : LLLLLI Ry =t e
AhET,

(]
O =
o e — ot f
>
HEETEI Y -
A[TR[A] 0 (2 e ]
Hi il

@ T—9Y—hIBOPAILEB/RL. T-IY—bE
KF—22RFT370Y FEEBLET,
70y FEBEETOY k (FSC-A vs SSC-A). ey
#%k70Y b (ex: FITC-Avs PE-A) £{ERL £, e
#kT7O0v MIEAT ARABRICELTHBLEY,  |-m———
WEIZK U T Area Scaling Factor SRERMO 70y b &

HAEL 7 (Section6: Appendix Z88),

2 Browser - CaliBRIT Beads test_001

e Global Sheetl Global Sheetl Global Sheetl
o n
g = 2 2
- 8 Q‘D vO
qo 2 2
ig < <
8. . '3

& o~ o~

S0 100 150 200 250 102 10° 10* 10° 102 10° 10* 10%
FSC-4 +1,000) FITC-A APC-A
. J — _
h'd '
gElx7oy b #x70y kb (ex: FITC, PE, APC)



<HEARXSBIUREOEBERE>
D RHBF17HTNESITICEYMLET,

@ Acquisition Dashboard @ TAcquire Datay %22V vy oL %7,

R Acquisition Dashboard

Threshold Rate Stopping Gate Evants Elapsed Time

@ FlowRate ZF8iL £3. (Low. Medium. High)  |& ™= oo 050000

Baic Contros

‘ off Net Tbe 8 AcoweData l B Record Dsta & [ 517 Fushy

Acquistion Setup

@ Event to Display & 1000 ICEEL %7, i - -'

® Cytometer 7 > K72 ® Parameter 2 7H 5, &% (FSC, SSC) ? Voltage % HEYHIRRERH
METZBESIC, BEICHAELET,
I3 Cytometer - FACSAria (1) "mm

Specimen_001-Tube_001 i -
Status | Parameters | Theshol | Lass | °*° sation [ Ratio YE Qggpemmen 001-Tube_006
Parameter Voltage 60 H W 2] 2 NE
: E N < 27 < g7
50? 200 O &7 ‘.
s81 8 a3 o]
g 0 = = . v
-"IIIIIIIII|IIII|II|I|IIII|I -III:;IIIIlllllllllllllllll
50 100 150 200 250 50 100 150 200 250
FSC-A  (1.000) FSC-A  (x1.000)
|
LI

©® WEICKHLU T Cytometer 21> K® MThresholdy 27T/ A4 AXDAHY b, TLasery 27T
Area Scaling Factor DEEZ&H L VET,
* Threshold & & U Area Scaling Factor @A (CEI L T3 Section6 : Appendix 2 ZE T &Ly,

@ WIxX70v FTEHMHEREHAEZS -T2 ILET,

FEaLb—2avzeREALEVEX7OY N Z2HFE2YY 0.
'Show Populationj ©P1 #— b &:8IRL 7.

© MEIX7oy bETHZY Y L. TShow Population
Hierarchy) 2 8iRL %7,
Hierarchy 71~ K2ICi3KEaL -3 >0
IR N—E o TF—DFHIRTENET,




0 RHAF1+7H7NeERALT. EX70Y P LTORMMEEZRELET.
Cytometer 74 > K72 @ "Parameters) # 72 8IRL . FSHEAEFKD Voltage AL F7.

Specimen_001-Tube_001 Specimen_001-Tube_001 Specimen_001-Tube_001

Specimen_001-Tube_001

S
el

@ AT« 74aEAEEE. Acquisition Dashboard @ Stop Acquiringi 22V v 2L TSITHS5Y
VINFa1-TERUALET,

@ REICEST1T7Y7NV%E Acauire L., 7AY PEICKSTF 1 7ERE2L -2 ardHRT
ENTVWBRZLE®BELET,



<BE¥MIE: Compensation>

BAEREZ 2 BLULERALTEVEEDRNAALHZIBEE. BREV TN EE

AL THAMIEZTVET,

@ SIT ICRARBEAOBEREY TNt Y LT MAcquire Data) K422V Y 9L ET,
F— Rk, [Stop Acquiring) 22V Y YL TSITASH L TNFa1—-T2ZRUVHLET,
@ HF—bArzZa-HS5HAEST—bEBIRL, RAT1TERIT«THRE2L—-2aVCH

—bERELET.

@ BMo®mk7OvbhzHIVYIL.

"LET,

@ Cytometer 71 > K2 'Compensation; # 72 &E. BAEHWELETULVET,

Create Statistics View) 8 RL T, #HHATF—4 %2R

FITC iB&Ik. METF—F2DPE-AD Mean B RS F 1 7REaL—->are
2HTF147RE2AL—2a > TIEIFERIUICE 2 &S Spectral Overlap DEZRAEL T,

Specimen_001-Tube_001

3 B 23 P3
JeeooSRecleccccccccchoccce .o
o

1 P2 %
T T T
10° 0*

Specimen_001-Tube_001

o,
oo

3 w

] V“§~

IR "R IRTTTRRRT B 2 ool

o ;
o+ o

3 %

10? 10° 10° 10°
FITC-A

LAALLL PR ER R RLLL PRI AL | l‘\l T IS T

Experiment Name: CaliBRIT Beads test_001
Specimen Name: Specimen_001

Tube Name: Tube_001

Record Date

$OP.

FiTc-A [ PEA
Population #Events%Parent  Mean J Mean
He1 4780 956 14,247 J3.478
Er2 2245 470 170 | 170
[ 5] 2535 530 26,713 6,407

Experiment Name: CaliBRIT Beads test_001
Specimen Name: Specimen_001
Tube Name: Tube_001

Record Date!
$OP

FITC-A [ PE-A
Population #Events%Parent  Mean f| Mean
Ee1 4780 956 14,247
Hr2 2245 470 170
[ L] 2535 530 26,713

G MOBABIELRERICTTVET,
* Auto Compensation (B8 L T3 Section6 : Appendix Z ZE T &\

<TF—20ORE>

mhia

Fluorochrome

. APC
e FITC
¢ APC
e FITC
¢ PE

t

7 SED IR 25

[v] Enable Compensation

- % Fluorochrome  Spectral Overlap

FITC 0.00}
PE | 0.00|
PE 0,031
APC 0.00}
APC | 0.00|

1 amluﬁd

Brosx REER (

3 Cytometer - FACSAria (1) g]
Status shold | Laser G Ratio

AR
%)

EEEEE

D BEAZCEABELEOHBRTER. Yo 7MVDOTF-2RFE2TVET,
Acquisition Dashboard @ Events To Record) CHIBBD{REFEBZREL £7 .

@ BTNz SITICEY bL. TAcquire Datay 22UY VL %7,
Record Data 27 VY 733 F— 2 DREVRAHENET,

T—oRERTE. STHSYTNERUYALET,

@ ROYUTNERET BIBEE. Acquisition Dashboard @ 'Next Tube; 22 Vy L. F—4%&
ZREIBHMLLVLF21—T2ERLET. QLRABRDIRIEEITVLET,
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Section3-2 : 57— 5 DSEITF

D #HL <MBFAD Global WorkSheet Z{ERLL %9, Browser 7> K*2® Global Worksheets
2%&7'7 2L New Global Worksheet; ##IRL %7,

@ MRRBEF 21 —7 D TAcquisition Pointer] %BIRL 9. Global Worksheet L THRiFD B

IKilE70y PE2ERLET.

HELR7OY PMCEVWT. BINT 3HMRERICRELL—-2a(P1 ¥— M) EBRELET.

70y &Y Y 7L, TShow Population Hierarchyl 71> K2 RREEE T,

KEaL—2Ya y2RATIEAETOY NEHRZY Y L. TShow Population) & ¥ BMKE

1b—2a & BRULTRALETY.

® #70Y MIHEVWT. BYIERE2L—-2a 28R, ¥Y—PEEERLBIRLET.
XFEHREPETLY bERELVEBIFZITSCL2MBLET.
Section6 : Appendix 2 ZE T &Ly

©®

¥ BD FACSDiva Software - Administrater (Copy of 3-laser, 9-color_HI1) EEE
File Edit i Cytometer Sort Help
' Bro x| B3 Global Worksheet - Global Sheet1 R 3
B o RESLAL L@ @& St EHE B N \NE| |2 8| 57 sb | = 4 3 # %
¥ Global sheet1 | obalsheetz | (i Globl et |
Date ~
=4 Administrator
@ £ QC Folder : . .
&6 Folder_001 = Specimen_001-Tube_001 _ Specimen_001-Tube_001 , Specimen_001-Tube_001
@1 caliBRIT St_0I2{1/08 S:13:1... § = <]
X ElLS 3 P7
3 o i
of 2{1/08 5:05:5... SFanone
¥4 Tube_002  2/1/08 5:09:0... < < 3 i
§a Tube_003  2/1/08 5:09:5... 2 W
@ 4 Tube_004  2/1/08 5:10:4... 0
U4 Tube 005 2/1/085:13:1...
@ fEl CaliBRIT Beads test_012/5/08 1:20:1...
@38 Shared view
T T T T
50 100 150 200 250
FSC-A (< 1.000) FITC-A
Tube: Tube_001 Experiment Name: CaliBRITE test_001 Experiment Name: CaliBRITE test_001
) Specimen Name:  Specimen_001 Specimen Name:  Specimen_001
Population #Events %Parent %Total || 1 Name: Tube_001 Tube Name: Tube_001
W 2neverts 5,000 1000 || Record Date: Record Date:
e 4,757 951 951
e 1,986 fn7 397 FITC-A  PE-A PE-A APC-A
P3 1,360 391 372 Population #Events %Par... Mean Mean | | Population #Events %Par.. Mean Mean
P4 908 191 182 .P1 4757 951 6660 1669 .P1 4757 951 1669 11,760
Brs 2,784 s85 557 || He2 1988 417 79 s || Mes 2784 585 59 7
P6 1,059 223 212 || @Ers 1860 391 16907 57 || e 1059 223 54 52,566
P7 908 191 182 . P4 808 1941 B85 8497 . P7 908 181 8497 81

Ready D 02:27:12 © Connect ted © Fluidics Startup done

@ fthd FACS AV 7 b7z 7 THRITTBIER. H5WLI/IY 27y T72RMBIBEIE Expriment
%%K7%7"') v ¥ —-Export—Experiment & L < I& FCS file ¥— % % Export LT &L,
REL. Experiment Z#ERL TES\SIE. Experiment 2/ ') 2 —Duplicate Without Data
EBIRLET,
 Cytometer 7 > KoM Laser 2 7ADOHEIREREThEE A,
$¥IC Area Scaling Factor ¥z AL /=583, REOMNBERFICRUHIEZBANLTL
=A-J AN

11



Sections : >+ P FD>

@ FACSClean 2mL DA > 7%=Fa1—7%2 SITIctY bL. TAcquire Datay 22VY YL %7,

@ Flow Rate % High ICE&EL. 5 AMZr2%i#L &7,
*PlZAVWTOMBAMRITZ{T o £BE. F1DBIAHHLVMEELHHWETOT 10 Sk
BETOTTFEL,

@ HUTINFa-—TeRVAL.FARICEERZEK2NLOA>ZEF1—-T%tY FLET Flow
Rate % High ICE®EL. 5 AMZr2kigLET.

Pl ZAVWTOMREABBITETo B85 10 PREKBET o T EEL.
X ZDXRPMEERBVDITRELTTEV. ChEBIESITORFVERE. BEMF7NVOREAIC
LWET,

@ SITHSHEEBKROA>EF1-T2HLET,

® A=a—13—0 Cytometers — TFluidics Shutdowny 22Uy 2L %9 . E@E_LIC Confirm

HPRIAFETOT. 0KI %22y o9 3L Fluidics Shutdown AREEhET, 5 FIRETRT

DAY E—-IHHETDOT. 0K 22VVILET,

X=a1—)3—0 TFile; — TQuit; 22Y v oL DivaV7 b8 TLET,

AEEREGY. PCE vy MOV LET,

SITHEJRZMHILT 278, BEEBK 2L DA>E=F a1 -T2 SITICEY MLET.
Fluidics Cart @ Condensation Trap ICBF > =R ZREL . BRI 7NOREREVEL£7 .
XHUERBRZ 2 7DBBBEICLEVWTTEL,

kRERIE, EROMDEBHBICHEVERL TTEL,

© QO
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Section6 : Appendix

f@ MRS ITE 7Ly MERORE : \
BErfiROSS 2 ERICAET 2 -HICHREINIBINAETT.

@ Area Scaling Factor MZR% :
Area Scaling Factor DEAEIC K V). Area & Height DRTFNEZETHADBEHTEET,
ChEHEBOILFIVv LY (NETEE) 2TH2A3BEKHTHIERICEETY., &%
DHRTHLARHGDETTH, FICKELHRZERICNRT IIBSNDEELRETT .,

@ Threshold DA% :
HEAXTOY PTTFTIVAPERNL /1 XE2HY T EHETT.

@ Application Setting :
PNFHAT-BIMRUVBERELZNET IESOREBORBILTY . Application Setting %
KT LICIVHIREFADSRHIRS LW ET,

® Auto Compensation :

\ ChFHI—BIRRE. BAMEZHBNICRET 35ETY, /

DFEMBE IV Ty MIRORE :

SEsfiREREZE 7 Oy b @ SSC-A vs JEMIRRFIESLEE (Pl 7AAD & &)
47Lv bBREZ7aY b : FSC-W vs FSC-H, SSC-W vs SSC-H

All Events All Events Tube: D3 Hob™0ug/ml

Population
[ 4l Events
M cells
[ Living cells
[l FsC doublet -
[l 55¢ doublet -
[ Dead cells

- Deag cells

Cells

L E E L o e e

R A1 Al e nt SRS
50 100 150 200 250 10? 10° 10* 10®
FSC-A (x1.000) TAAD-A
Living cells Living cells
o o J
S & S ]
s S ]
% ] % o
o]
- g—
s .
3= x4
NI O o
7wl
UlL') E w ™~ d
®
" Q . NS w]
S - SSC doublet-
J FSC doublet- &
T 7T I T T 17T I T—rrr [ Trrr l T 7T L T T T [ T T LI ] T T T T ] T
50 100 150 200 50 100 150
Fer-H (x 1,000 cerH (¢ 1,000)
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@ Area Scaling Factor (DiR%E :

1. Cytometer 21 > K20 TParameter; # 7% :#IRL. NAreay & THighty ICFxT v V% A

hTHEET,

2.FSC-A vs SSC-A. FSC-Avs FSC-H. ex.FITC-A vs FITC-H. ex.APC-Avs APC-H®»7 1

v bEERLET.

3. RSTF«7Y 7N ENEL,. EBXO7OY PTEREABHERAIFHNARICAOTTSE
S1c, Cytometer 21> Ko d TLasers # 7RICd» B Area Scaling DIEZAELF T,
% Area Scaling DIEZAEEL =IB8I1E. BIEZATLTHVTLSZE 0,

S#. FICHRZESERBRTHNE. RAILBEZAANLTHABRTZENTEET,

g8 g3 Specimen_001-Tube_006 - %s_gec»men 001-Tube_006 = [ Cytometer - FACSAria (1)
=8 ig —1 = 2 Status Parameters Laser | Bompensation  Ratio
§ ; . Name Delay ea Scaling
- *8 Blue 0.00] 1.00
Red 35.09 1.00
£ 3. Violet 40.94 1.55
g TR | e e T ]
FSC-A (x 1.000) FSC-A (x 1.000) FITC-A APC-A FSC Area Scaling: ﬁ
i s pecimen_001-Tube_006 Specimen_001-Tube_006
g g g y "eg; oy
; i il 3=
51 “s %Heé BD Defaults
b
5 100 150 200 250 3 :'g" ":g ’ "':'g‘ 73° w:é‘l qn [. . . . .
FSC-A (1000 FSC-A (1000 FITC-A APC-A
@ Threshold DAEE :
1. Cytometer 71 > K2® TThresholdl 2 7%2:BIRL . {EZRAETZETTTI AP
JAMATF—2%hY PTEEY, *HIHAEI FSC : 5000 T,
@ Application Setting :
1. A ¥ % Experiment ZBA & Experiment D FICRFENT |1 k ]
V3 Cytometer Settings 2842 v & L. TApplication 2 =
Settings; — TCreate Worksheet) %®IRL £7 . T2 AR I
2. #HF 1 7Y 7 NENEL. BNMRERICP1 4~ b E—T
E E&E b i 3-0 gi Everts ‘“1; All Evorts 'r! Events
3. BMETZEAAIENTA—5 -0 L—EEHICAS b b
&S ICHA/INT X — % —0) Voltage £ BEL T, i © [y b b
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® Auto Compensation :

7] inchide seperate urstained control tubefwel

1. X#= a1 —/5—0 TExperiment] — 'Compensation Setup ] e e |

R
H

— l'Create Compensation Controls 1 %:##RL %9 . Create
Compensation Controls 71~ R7HBRAEETOT. 0K,
29V IL%ET,

2. Compensation Controls ®+%%21)>Y 2L T. TOEEBO |+ =) ==

Unstained Controls 0 Acquisition 4 > & —&:®iR [, _;
LET. RAT«7H>TN%E SIT ICRY T i @
FAcquire Datay 22Uy L. BMERICP1I OF | o] S
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