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J0O0—H 4 kA M) —XIZKBBEMBK S5 9 FEEE X (JSLH-DIff i%)

—_—m, = (Standard Operation Procedure, SOP)

HEFERIEHR] - Navios™ Navios EX™(8color, 10color £7)1)
RO

CLS! FHMiSE : Validation, Verification, and Quality Assurance of Automated Hematology Analyzers; Approved
Standard—Second Edition. Clinical and Laboratory Standards Institute, H26-A2 Vol.30 No.14, 2010.

ICSH SHMiE : ICSH guidelines for the evaluation of blood cell analysers including those used for differential
leucocyte and reticulocyte counting, INTERNATIONAL COUNCIL FOR STANDARDIZATION IN HAEMATOLOGY, WRITING
GROUP: C BRIGGS, N CULP, B DAVIS, G.D’ONOFRIO, G ZINI, S.] MACHIN, on behalf of the International Council for
Standardization in Hematology (ICSH), International Journal of Laboratory Hematology 36: 613—-627, 2014

JSLH BIIMERSDIFESHRE © Japanese Society for Laboratory Hematology flow cytometric reference method of

determining the differential leukocyte count: external quality assurance using fresh blood sample, Y
KAWAI ,Y.NAGAI ,E.OGAWA, H. KONDO on behalf of the Standardization Subcommittee for Blood Cell Counting of
the Japanese Society for Laboratory Hematology (JSLH), International Journal of Laboratory Hematology 39: 202—
222,2017

ESPERSEEIN

CLsI BBk (S BRIE © Reference Leukocyte (WBC) Differential Count (Proportional) and Evaluation of

Instrumental Methods; Approved Standard—Second Edition. Clinical and Laboratory Standards Institute, H20-A2
Vol.27 No.4. 2007

ICSH BIIMBK D FASBRIE @ Toward a Reference Method for Leukocyte Differential Counts in Blood: Comparison of

Three Flow Cytometric Candidate Methods, Mikael Roussel,1* Bruce H. Davis,2 Thierry Fest,1,3,4 Brent L. Wood,5*
on behalf of the International Council for Standardization in Hematology (ICSH), Cytometry Part A 81A: 973-982,
2012
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1.1 JSLH Hiudk (6color JC1)L)
BITERTC, ERTITUAEEOMRERERZ1TD (K1ER) .
FIVIVARTEDMNEEANTHI 2R TS (R 1S0R)

1. [3] gmsk’yOvh

cD45 BEERMBkDEFHEk~U> ) (BN CD45 APC-H7 3.0 — 210 EBFE(CHDE
2. (4] tFehBk-4FEEERTOY S

FHRER DO T RN CD3/16/56 FITC 2.0 B ETHD. FHERDMMFEEER D MEDSVMIE THD L.
3. (5] tFEgEkTOvh

FEEER DO T BRN CD19/294 APC 2.5 A ETHD. IFEEER DT MFPER DM LDEMIEBE THBE
4. [e] BEIRKTOYVL

BEERD MO T RN CD14/33 PE-Cy7 0.4 LI ETHD, BHERDNFPIERD LS MIE THDE,
5. [7] wHEEIKTOVN

YFEEIRA' CD123 PE 4.0 - 130 &FHAICHDL
6. [9] T/NK-BUZ/\ERTOWH

B U>/VEKAY CD19/294 APC 2.0 - 25.0 EEEIAICHBE

7. [9] T/NK-BYU>ERTOY
T/NK H' CD3/16/56 FITC 0.4 — 45.0 EEIANI(CH DL

#F 1 : JISLH-Diff MFURSHZEDFIVIUA S (Navios™)

= A== N .
RS - JTOvhes PITEEE | HInEH
No. Towk Navios (FFLZ) | . | Mavios(PFLZ) | . | MNavies (FFLZ) | ..
Y 2 giil Sample 1 HE Sample 2 H3E Sample 3 HE
(A = w2 =
TR iz} TR iz} TR iz}
Bk , 3.0 210.0 |pass 3.0 210.0 |pPass 3.0 210.0 |pPass
1 FARER~ ) (R o " o
(3] (CD45 APC-H7) Input | Input |/Fail| Input | Input |/Fail| Input | Input |/Fail
. FeRTR 2.0 - 2.0 - 2.0 -
2 | hF k- SFEERR Input | Input |P3ss| Input | Input |Pass| Input | Input |P3ass
R [P a— e VAL B =2 L ==
¥ =FEERST ={FEEROT =FEIR ST
2.5 --- 2.5 --- 2.5 ---
3 | (5] FEER UTELER Input | Input |Pass| Input | Input |Pass| Input | Input |Pass
(CD19/294 APC) tTEEER ST JFail TR JFail HTEEIR ST JSFail
=tFehIRaTR 2bFhIRsI T =tFehIRaTn
siig 0.4 0.4 0.4
4 | 5] LS55 Input | Input |Pass| Input | Input |Pass| Input | Input |Pass
(MR is pemig mpanore  |/Fol [ smmawore  |/Fal| smamorm  |/Fal
» 27T 2{F R 7RISR
THEER 4.0 130.0 |pass 4.0 130.0 |pass 4.0 130.0 |pass
5107 (cD123 PE) IFIEEIR /Fail /Eail /Fail
Input | Input |/F8l | Input | Input |/780%)| Input | Input |[/Fal
JNK- B T . 2.0 25.0 |pass 2.0 25.0 |Pass 2.0 25.0 |Pass
6 K BUY/ TR g g -
(9] (CD18/294 APC) Input | Input |/Fail| Input | Input |/F3I| Input | Input |/Fail
JNK- B2 TR . 0.4 45.0 |pass| 0.4 45.0 |pass| 0.4 45.0 |pPass
7 K T/NKU>) CER - - .
(o] €D3/16/56 FITC / Input | Input |/Fail| Input | Input |/Fail| Input | Input |/Fail
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(1)Y/ 5 L7aYE [2)E—XFayr [3]lamzxFOvk
[Ungated] [Ungated] [WBC plot]
1000 T T L i ) ] 1000 T
Beads/, CD45+WB(
500 e - - 8001 :
Non Specific Stain
600 E . 600
=z [2¢] =
@ = o
i 4004 8 %] 1004
2004 200
w0 B T S 38
FS PEAK CD3/16/56-FITC
(4137 3k - P BRI T OV (51r@zxTOvk [61&x%TOvE
[CD45+WBC(] [CD45+WBC(] [CD45+WB(]
1000 1000 =
004 s00 Eos gate
X 00 ) = 600 =
Q [Neut gate é =
2 2w 7 , :
| - | \Mono gate
200 ] | 200
) 1 1 10 ) 10 1 i 10 10 i
CDB/16/56-FITC CD19/294-APC D14/33-PEcy7
2.0-(30.0 | ONESEE | 25-60.0 [|OHNESEE
[71EERTOYE |€) UPZA¢: Ll i = BV [9]T/NK-B Y/ BTavE
[CD45+WBC(] [CD45+WB(] [Lympho gate]
10 10004 10
:Basn: B
107 : pDC] 8001 e
s B cells
w &0 =
3 ot | Z 3
5 % S
U 400 3
[
200
10 1 10 h 1 10 i 10° e 10 F 10
DR-PerCP CD45-APC-H7 CD3/16/56-FIRC
2.0-25.0 0.4-45.0

2 @ JSLH-Diff M (CKBIEE R MEK 5 9580 2 RcJOvh (Navios™)
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1.2 AMEER (FHEHRE)

BIMAICEERZ #RL TOREI 5.

ARCERI %2R E /A
o BHE{EF1-J
® AR (VersalLyse BIMHE, Nwiv>-I-IL7—tk&%t; Cat. A09777)
e [EE®R (I0Test3 EIER, N\vIY> - -I-)L9-%&tt; Cat. AO7800)

$84E : Versalyse i8I 1mL (CXU. 25uL @ I0Test3 BEE®RZIMZ TEFIT 3.
SEFIUE Fix-and Lyse s2f0¥% 1 F1—J&HIED, 1mLRINT 3,
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2 AIE

2.1 IEYS T
[ J0-Y4 MN)=EICEBAMEK 5 2FEEZE (JSLH-DIff j%) FINEE D 2.3 THELL. ISLH HiiATHR
. 3Mm. BEUEmEAERZEY > TIVELTERT 3.
SBIEF1—T1E, Trucount™ tubes DFFAECHNZEFEBDRAT L AXF—INT—FHIRS|ERIIERRL. KB
RREBBENHD. D8 Trucount™ tubes ZRVTREEITV. BIEERIC 1 7R 3 [@iEH%. FCM A
F1-TJIBUNZ TRIEZITI.

2.2 HEIRIAER(CERT 253
-Flow-Check™ pro Fluorospheres (Rw/¥>-J—)L5—%t; Cat. A63493)
-Flow-Set™ pro Fluorospheres (Rv4<>-J—)L9—%t; Cat. A63492)
-CYTO-COMP™ cell Kit (Rw4¥>-d—)L5—%t; Cat. 6607023)
*QuickCOMP2 Kit (CD45-FITC, CD45-PE) (RNwHY>-1-)L57—%t; Cat. 177018)
+CD45-APC (RyIY>-1—)LA—%t; Cat.IM2473)
-Versacomp Antibody Capture Kit (RyJ¥>-1—)L5—%t; B22804)
*HLA-DR-PerCP (BD N/ AY4/I>A%t, Cat.347364)
-CD14-PE-Cy7* (BD \AAYAI VA4, ISLH hIFILERENRSL HEHER/ —VES ; 625339)
-CD45-APC-H7* (BD N\AAYAI>Ztt, ISLH A7 ERENAA L BEHEA/-YES ; 625340)

* 1 5DIff JWRIAKICCD14-PC7 (RyIY>-0—)LA—*t; Cat. A22331), CD33-PC7 (Ry/)~X>-0—-)L5—1;
Cat. A54824). CD45-APC Alexa Fluor750 (RNw7¥>-1—=)L5—%t; Cat.A71119)%{EAI3HE(E. T
FeEAT .

+CD45-PC7 (NwoX>-J—-)5—1t; Cat.IM3548)
-CD45-APC Alexa Fluor750 (NyJv¥>-1-)L9—%t; Cat.A71119)

2.3 HERRARESE
HEERERTERY S TILDAZE
1) FCM AF1-J% 7 X (BIEERBECII0-YA "N —RICLZAMEK 5 DEEEE
(JSLH-DIff i%) FIaE 1D 2-3 THREELUL ISLH AIEAGER 1 KX6%fE) .
2) TNENOF1-J%HRITERLSO~@FTEHESZIRD.
3) CYTO COMP CELL FyrOBWFrIONATILOBERE . BERETRFrYIO/ A TIUETHRMNT 3.
SKEDIEEN S 2LIICLIBHEL. 15 PREIRET 3.
4) Quick COMP :{ZE®D CD45-FITC # FCM FF1—J @A, CD45-PE %# FCM BF1-JOA.
HLA-DR-PerCP Z@A., CD14-PE-cy7*% FCM FiF1—J®A. CD45-APC % FCM FF1—-J®A.
CD45-APC-H7*&@DARINT3(CD45-APC (& 10uL, 2NN 20uL #533F).

*5Diff J{RILHFLARIC CD14-PC7, CD33-PC7, CD45-APC AlexaFluor750 Z{ER I 3155 (4.
CD45-PC7 % FCM AiF1—J®A. CD45-APC AlexaFluor750 % FCM F1—J@NRNINT? (£5
56 10pL 733F) -
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5) @(HLA-DR-PerCP)¢®(CD14-PE-cy7)DF1—J*(C Versacomp Antibody Capture Beads ®
positive Beads % 1 & (50uL) RT3,

* 5Diff JURILFUARIC CD14-PC7, CD33-PC7, CD45-APC AlexaFluor750 Z{ERI3155(E. @
HLA-DR-PerCP OF 1—JDH AT 3.

6) 3) THRARUEEBRE FCM BF1—-J@~@A 100uL 3DFHNL. LCEFNT 3,

7) ER-BEPAT 15 A > Fan—k,

8) FCM BF1-J@~®@IC PBS % 1mL &IN5,

9) OMOF1-JTEMUE Flow SET PROE—X% 153& (500uL) HmN93.

10) HO0-EIUCO~DDIETEY NI B,

11) JSLHBIERRAID Trucount™ tubes % 1 #4R 3 EIE#E. FCM BF1—JICBUNZ 8 RBI(CYh
9%,
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2.4 RESSENTE File | Edit View Insert Tools Plots Analysis FlowPAGE Cytometer L
S Che ] Newbotoeol Guen |
OFR IO ERIC & Open Listmode File... Ctrl+0 5 :E“"fj”il'_“st

i ) ew Workli
@File 15 New-New Protocol B, W e IpIde e v |

@}\OEX_QE}R Cavve Hictrmramn Fila fAc
a) Cytometer Control 7/41>%%2Uw/)LT Cytometer Control ZF<o @
b)l Parameter]z/Uv4, Eare

Acquistion Setup | Compensation

- Settings

i * Label Discr. voits | Gain

FS Fs 100 250 10

- T

i s§ 58 OFF 250 10
FL1 FL1 OFF 250 10

iolef

FL2 FL2 OFF 250 10

Details FL3 FL3 OFF 250 10

FL4 FL4 OFF 250 10
™ Setup Mode
FLS FLS OFF 250 10
s 00 FLE oFF 250 10
™ QuickCOMP FLT FL7 OFF 250 10
I GuickSET FLE FL8 OFF 250 10
I Bassine Offset FL9 FL9 oFF 250 10
| Pameters | FL1O FL10 oFF 250 10
~Li
Acquston Tme: [ 300 Medmum Everts: [ 100000
Hapsed Tme: | 300 lveGete [Ungated v

Set Times Max Acquireble Evertts: 1.800.000

@ T EDNIA=FFIVIZEANTEIRT S,

———
FS Lin (Wide. Integral. Peak) i e | A rmﬁ o f
SS Lin (Integral. Peak) i[":j_’“.—"_—_r_p_—_r i
FL1 Log (Integral) P et ——r —r | 0

b o ] e
FL2 Log (Integral) ' e T s s 7 e e s | D000 [ 3|
FL4 Log (Integral) EonF? e m— ] m— S -
FLS Log (Integral) e I mEe
FL6 Log (Integral) e S SR VSR -
FL8 Log (Integral) }u*-%—im——r—;—r—r—r EE@ .%
TIME | e e i i

S S S S S L t
R
I T

GIOK1ZI)yILTIORIVICERTIZ D TREFEIS(HI 5DIff Base).
®Cytometer Control ® Maximum Events [c 50000 ZA/JU. Flow Rate %Z High [CLTH'5. Save Protocol

] Z)UyILT LEERF IS,
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II.ADC B72VUs—33>DYER%

@ Auto Setup Application Definition 4> RI%R<
Tools > Auto Setup Application Definition

@ Application Availability T All user(Common)&%W\d Current user only DEE5H%IEIRL. Next #9Uv)
9% (BEE All user Z3&iR) .

® Brows #4Jw/JLT Base Protocol #3&iRL. OPEN Z49Uw/) 93,

Application Definition Wizard
e C ZCI5Diff Base ]&3#1R,
ﬁmm&xﬁmxumuﬂﬂmmﬁ::ﬂus.hmwnm
-
3%
=
Application Definition Wizard =
@ Next #7UvIU. IHIIREEHRLTNS, Next 279033, S
® wEIMNE. ZREIBOBZRAZIEIRL. Next #0UvJ93, A —— - S S &
® A-TYNYIRIVNIEERTI(C. ZOFFE Next #7UvI93, Creda  Jm
Fs: CTT

Select the QC Products and Targe! Channels 1o be used wih the oiher seiected detectors.

Channel
ss: [FowsetPe  v] [S0000
fLl: [RowsaPo  v] [1500  Fi6 |FowSetPo EREC
Az [fowsafo =] (500 A7 [ewSaPo ] [E0
A3 [owsafo =] 500 Fs [Fowsers ] [500
A4 [Fowsare =] [1500 A [fowSaPo < .
fis [Fowsare =] 5o FuiofRowsePo = 500

GC Product L aC Product Lk

Addtonal QT Products
Selsctthe Forward Scatter gaing charmels for any addtonsl G Products to be Used
Gatrg
QC Product Charel

< Back Next > Cancel Heb

@ Application Name (5Diff-S &) ZAFULT. Next 29Uvrd3, (Setting JOMIILZEEEFREIND)

" A atiion Defimituin Wigssd
Fo——

ophcation Hame.
Ereer o s name for the Applcason
Thm trumrt Settgs Finrname sl b sacmatcaly gerensted o you can moddy @ e

s I8 Charsctar} I

PRO (Max 48 Crarsctan)

I Agic st
[P

Fatunc P

Vims miny ooy cresbe 8 . Parenl fr v 1 o Lo Playtench, meochube
Playbsch: Parsl e o be siomancaly Sarsmstad. & you san modty 1 ss
I Crame Paybhack Pans " ooc)
Playback: Far Fasname.

= Gk M Carwed | Heo |

Create Verification Protocol (CF1v9%Z ANT. Next Z0Uv47,
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- Vasteation Frotposls——— - — —

Selact sy Verfication Frmoco's or Paneis to un shar the Aoplcation.
Thw vt ot b o o erkrncn Prolocel hesed 100 o sederin Faerstes

" r_.hhlrmﬁurnil

fed oxditiona werter. | gl |
|
=y
sl

Peorer or deiete Proincols and Parels uang the L', Town' and Rermoes’ buto:

cBuk [ tewiz | e e |

7TV —23>ORBEZMHERRL. Finish 20Uv79%L, ERTONINBEEWERSN. TAIYRFENS,

Flow Set Pro E-XA®OZFONIN (DTAAULETZIUS—->3>% +_STAND.pro) ZUHT ( 4l :
5Diff-S_STAND.pro) .
* QT All users HERUBAETOMNILO Common(Acquisition)7#4)L45(C. Current users only Zi#iRU
T8 E&MER D User ID @ Acquisition AR EN TS,

FU—-23>%ERLU. B5YWJT Region Properties Zi#E5\,

File [dit Wiew [set Tools Plots Anslyss  FowPAGE Cytoreber User Wndow  Help

CHREE| |- -o- |kl |00 dEE DOE meage 2@ [»o | %

Enz-ﬂn | e e Hﬁ;m|||q| b |¢-|x lm—;[n Tr=3 3 GETU|x A9 HE))
T B =i

W pspreirsint . ol @ ) e | @ e o E (5]
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YERS @ RyJY> - - A— Rt

(GEBS : cytometry@beckman.com)

® £TDU->3>T lower limit & upper limit (OROFROEEZ A L. OK 29Uv7,

Fegon Proceries | fome |
Plagion Yans  [[3Fm i
Lot pper ]
[~ Priam FF Tagel mgar for aulorrali: s
[ Msensic mgon nane posticning
[T Rogor dattbie eqanod lon Dually Dol
OCFredid | =
 Pasfives Anokvss :
[ Ao Fercent Foali
ewrirr Tz
p—
[T Faive Court |
- Likid Fegr
r - Hegion Inkediz | -
Co 1] o= | = |

@ Save Protocol Z27UyILT LEERF IS,

SS

FL1
FL2
FL4
FL5
FL6
FL8

Flow-set pro # —7%~ v Mi

FSPro 126-166

313 - 393
24.3-44.3
90 - 140
48.9 - 68.9
10.15 - 15.62
1.26 — 2.26
20.2-30.2

P

10/16



JO-YA MAN)—(CLBEMmEK 5 H3EEEZE (JSLH-DIff 3%) FIEE #4ERIEHR BC Navios™
YEREERHE 1 2019 78228 (B8 1.44R)
BB - NyIX>-J-IA— K&t (BI&SE : cytometry@beckman.com)

IIL.A— M2yT 4 > J % ERURE - H X IEDEE
® Auto Setup Scheduler J1>RU%ZRE<,
Tool -> Auto Setup Scheduler
@ BRo7Ir—2a>mBRL. FEATZH0-tL0 No.ZAFI93. Schedule WY&y T, MERIONIIVE

FHAD. I T—
ki, HIT 7V br—2 =
e
R+ 2 —kLrn
No.%# A )
_ow | v |
® Carousel Load Report (CRENFIEFETHO-CIVCEF1-T%y T2, HERS, Carousel Load
Report ZENil 3%,
Lo ey o ]

1 2cob A= couns: aee regiinec, pe et Clase and snoe the
CAL Facha e vl y Hwoogh: e A kekion War g

|Carousel Lead Reporn:
|Carnuse Mo 7
|Fiter: Standard
| Thas 40 fusg 2047 15458

|Fype fube no Accessed Reageniz)
| Slandardizsion 1 i Flom-5el Pro
|FL1 Compenzsion 2 1 FITe:
|FLZ Compansaidon 2 I PE
= L0 PLh
1= PCT
1 APC
n APC Al en
M E-DUFS_VERIFY. pio

| =nzoiute counls srecenuied sclad Cinse snd antariae Go Facor
E i

Fun Fiinl Chra

@ Close W9>%%2UvJUT Carousel Load Report 71> RO%ZEAU3,
® RA=BMRI>=IUIULTRTEZRIAT 5. BIEMIEE I <IC AutoSetup I Wizard 714> RUD
Automatically approve steps where appropriate DFIv/%94+ 9,

AutuSelup T Vdicand
Agphicalion I 5Dl S
Protecal Tppee Wolksgs ssbup

F Tz votages and coas
[ P S————- S -
Feing inshuren: zaitincs

Ao Wioldts s G-k,
Thazs paramateme mna =il sdjuzig

F Ao dical dpoine 5[ Mo acposiale |

[T Fednfuksi Diahad

| | - ey |

® Flow Set Pro ¥1—J TEENBERENRITEING . BENGNERE-IM9 -5yl 3 EBEICA
BLIICYZIT I TREEREEITI.

@ AERTE. Next 27UyT9%L. ROF1—TORAENRIIASN B,

HABERF1-T (F1-J0~@) TERBERTRICY - MIBLEANM SLADY-Za Bz R
U RESUTEIELTHS next NIV TROF1-JZAETS (RSR) .
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4% —MiZ& : Cyto Comp cell DffeERZS —F1>4

Versacomp E—X%&HMIUIEF1—T @(HLA-DR-PerCP)E®(CD14-PEcy7)(FE—X&EMAES —T1>4)F 3,
J—SAUE : FF 1T TREULENOBEERN -S3>ARCAITVRIE,

B roneusezns [ ) || Dognenvsm () w5 [ @ wswrssr ST E 1 | v . i

B FersnT. [SlEIE

TR R R

IR INT . o1 |

Braosn(ssis Brcswan SIEE

3

B pnar. [S0E (@]

F || @rowe . EEIE B teguesissin (Ve | @secanosi o SN

3 — = am:m T

D pec win AR o @]

[

R AND L o | 8]
-

i | 2 e s . (=T
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5Diff JURILFUARIC CD14-PC7, CD33-PC7, CD45-APC Alexa Fluor750 ERHDIZE

Versacomp E—X%&RNNUEF1—T @(HLA-DR-PerCP) (3t —X&EM%Y —F1>49 93,
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© 8 AHE® Verification F1—7 (JSLH FAZEHR) ORIFENFIASNTZS. Discriz FL8 M 3 (CEELT
M5, set up T—ROFIWI%EIN TT —FEIEZITI,

T —
dcxpmter: Sty | Corpangaton |
Sudlenga
m*—_| il Label | Diser. [ Vot | Gan | =)
T F3 5 OFF | 407 1)
- | s e oFF az: =
1
e | [ oFF | am 1
"“* i e Fo oFF | 4 1
[urnie s HE OFF | =0 1
— rna m T orr | 3w i1
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[ Tapck0WP Ly BT DFF | 25 ip
I Gk SFT HE FB 4 1
[ zachee Otoet Lo PO CFF E) 10
: J s FLY orer | 20 10 j
Lo
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i dcapaadon Term: | m Wearaen Froecds
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B st 6. (& (B Bamdd Toe | m twuae [ =
T M Aocuianke Eseria; 37100000
| _teloy |
i .
§ Fﬁ%@;
e Chass i

L2TOF1-TORFEME T URS. Approve NY>%7Uv)I33, ROBEIE T Finish R9>%7)v3 %,

Frotocol Type: Yerificatios

v L up vallage: and guira
v Calidsting oo npesssthn coefkent: - FOS
# Vasijng rakusan asling
i b eull e Compensalion 'w' i

Chok
B0 the WERIFYIMEG instiumesl semngs liles wll Be iavod baok
] T Ol R

i ubcualicaly BpirDis dhapa vibes A pil Dplicks
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@ Approve NI>=EIIWILT, Y4 MyT1 0% IRF TS,
* YT I EPDEITURENDSIHE(E. Reject All 29UvI3 3, COBE. YA MevT 4 I (HMRFENZ,

i
e e ——
B e o e

Raa‘amu' cmea| Hup|

* OREILRE, HERORERECEMIEZBIREIZHEE, [T, A—MyT> )% ERURE - BEMIE
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IV.AERTTOMINOVER

®

© 0 ® ®

Q

A—MeyTA I TRIFENI YT 740 (FTUT—23>% +setting.pro) ZUHY (TOvRK
BU) .

TR0y NRIZERT 3,

FS PEAK vs SS INT, FL-1 vs SS INT, FL-2 vs SS INT, FL-4 vs SS INT,

FL-5 vs SS INT, FL-6 vs SS INT, FL-8 vs SS INT
ENIA=F— (AR BEENERELEANTD,

File -> Save Protocol as ([CT&RIZDIF T, oMV EBIZRET 2.

B2RFLIETONIILT ISLH BIE AR ZAIES 2.

FL8/SS-INT JOvMXI(CT Discr.OMIB%HES2L. CD45 DR MmEK HFICEFHEK) H¥ Discr. LA TFIC
BOTWRWNEIESR I 2. MENHNE. Discr.OfMIiBZZEEL. T—FEUSZ1T,

3.4 -NEEDE[1]Y1 M5 ATOY S LU 3] BMmBkT Oy M SEU. BmBkeAN 0y MICRR
ENTVBIETRIELEORE 2RI 5. (FS PEAK £ SS INT. HE(IESU THEAZREZITS. )

File -> Save Protocol Z7UyJLT. LEERFI 3.

3.3 AIE A ORAIE

®
@

®

New Worklist Z7wJ0LT. Acquisition Manager 29793,

L EETERRLIZTORIILZ Resource Explorer £DiEiRU. Drag & Drop T Acquisition Manager A
WHERBDIITTHT .

ERAT3H0—-IoA0-IESE Sample ID ZA T3,

1 #0089 3 EIEELIEY > TIVF1—-T (Trucount tube H5 FCM BBF1—-JABULEXIZED) £hO-T)L
(CNRB,

Automatic mode (LI TWBIEZMERRL RAY—MRF>%Z7UwIU T, AIEZ BT 5.
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3.4 - NRE
(119175 L70vk [2]E—XTFavyh (3]lamEkTOvk
[Ungated] . _ [Ungated] [wWBC plD.t]
1000 7 T T :Beads\ 1000 z

800

: :Ncm Specific Stain:

= 6004 & =
= o =
- P -
. = A
2004 )
o — ; T T - T — ; -
o 200 400 600 800 1000 10° 100 107 107 10° 10 10° 10°
FS PEAK CD3/16/56-FITC CD45-APC-H7
[4)5F k- 3P BRI T OV [51FEzTOvk [61&x%TOvk
[CD45+WBC] [CD45+WBC] [CD45+WBC]
1000 T 1000 ;.4 -
5004 - :Eos gate:
= X 800
g :Neut gate Q 2
A v A
[¥al v o400
2004
T A R I
CD3/16/56-FITC CD19/294-APC CD14/33-PEcy7
[7)HEERTOVE |€) UPZA¢: Ll i = BV [9]T/NK-B Y/ 5kFOyk
[CD45+WBC] [CD45+WBC] [Lymphao gate]
100 1000 o 10
:Basu:
800+
(=)
[ 500 %
=] 7 a0 =
(W)
200+
A S A ‘ S A
DR-PerCP CD45-APC-H7 CD3/16/56-FITC
Name Logic
Eosi cells =|"Eos & Neut gate" AMD "Eos gate” ]
Lympho gate =[(P1 AND "Not Mono") AND "Mot Baso" i}
Mono cells = | ("Mono gate" AND "Mot Neut") AND "Not Baso" i
Neut cells = |"Meut gate" AND "Not Eos" ]
Mot Baso = | NOT Baso |
Not Beells =|NOT "B cells” ﬁi
Mot Eos = MOT "Eosi cells" o
Mot Mono = | MOT "Mono cells" |
Not Neut = | NOT "Neut cells" il
T/NK cells = |"Lympho gate" AND "Not Becells" ]
WBC plot = ((NOT Debri) AND (NOT Beads)) AND (NOT "Mon Specific Stain") ]
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5Diff JCRILIFLAARIC CD14-PC7, CD33-PC7, CD45-APC Alexa750, Versalyse ;&M & ERALIIRESOH

(119 A4 +T5LFAYE [2]E—XFoyhk [3laMmsk=rAvk
& [F-hFREE] g, [F-FREE] & [WBC plot]
1000+ R Beads 1000 e
»/
800+ 7 800
_‘non specific stain ‘CD45+WBC -
600 S . s00
= =
A A
400 4004
200+ 2004
Uw;‘l : . . . . . 0 . :
400 600 800 1000 10 10 10° 10" 10°
FS PEAK CD3_16_56-FITC CD45-AAT50
[4)]3FchEk - 2FEAER T OV R [5]37EEER T Oy b [6]&¥xTOvE
& [CD45+WBC] & [CD45+WBC] & [CD45+WBC)
1000+ 1000 10004 W .
Eosi &|Neut
800 5 a0 P 00
Eosi gate
? 6001 ) ? 600 = 50 Mono gate
= Neut gate o - -
A 00 A ool v
200 200 -
0 : T T T 0 T - .\ T T
107 10 A0 10° 107 10 10° 0 10 10
CD3_16_56-FITC CD19_294-AF647 CD14_33-PC7
(713 ERTOvE (€) DPZ¢: &t =] [9]T/NK-B U2 /337Bvk
& [CD45+WBC] & [CD45+WBC] & [Lympho]
10° 1000 T 10
'Baso cells
. 800 . -
107 1074
E O E B cells
:E 1004 . . e z “ ;
=y a ™
o 400 2
1004 ©
200 -
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T T 0 T — T T = T
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DR-PerCP CD45-AAT50 CD3_16_56-FITC
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Gate Number .
= Au 45,500 10 (P.3 T—AAN>— SR
[ Beads 4,626
B Debri 14,406 1
[ Mon Specific Stain 7B
Eosi cells 1,248 Lympho
Lympho gate 8,252 )
B B cells F99
Mono cells 1,875
MHMeut cells 13,218
Hot Baso 44 GT6E
Mot Becells 44 701
Mot Eos 44 252
Mot Mono 43,625
Mot Meut 32,282
T/HKE cells F.453
WEBC plot 26,407
CDasS+WBC 25,266
B Bas=o 524
|:| Eos & Meut gate 1,360
[ Eos gate 1,272
Bl ~ono gate 1,883
[ MHeut gate 12,265
B P 9,446
Il -DC 237

1) JSLHBIEEROAIEFESR (LMD) % Kaluza fi#HTYINCRIK,
*kaluza verl.5 MEEAVAHBEE. TOYNRT IS —E—RTHEILEIERT 2.
2) Edit—> Select all t£TOIOYNK%EIRL. Delete T—THIBRT 2.

(11914 M)SATOYE
3) FS_PEAK vs SS INT (B4 NiSAJOvE, Gate : ungated) T.FJUS—k (Debri) %5%E93%, 7JUS— D
FS QU2 BRZSFRVESIC, F'—NEEZT .

(21e-X7DOvyhk

4) CD3/CD16/CD56-FITC vs CD123-PE (E—X7Owh. Gate : ungated) T.E—-X4%—k (Beads) & Non
Specific Stain 7' —MziRTE I B,

5) Boolean T. WBC plot 4"— M ((Not Debri) AND (Not Beads)) AND (Not”Non Specific Stain) 1Z2/Emk 3 3.

(31amx7Oyk
6) CD45-APC H7 vs SS INT (Emk70Ovh, Gate : WBC plot) THMIkS'—b (CD45+ WBC) %#:&FEI D, *
CD45 &'—MIARESHICED, RARIFIEREEk D>z, CD45 ¥'— bOFRIBEILZEITS,
BAB%. gmBks’—bk (CD45+ WBC) (CTTR7TTIOYNERTET 3.

(4)14FehEk - SFEEERDOY b

7) CD3/CD16/CD56 FITC vs SS PEAK (§Frhik-{FEEERT OV, Gate : CD45+ WBC) T. CD16+/SS high ®
EMIFHERS— b (Neut gate) . CD16dim/SS very high OERIIFESER(—EMFRERES8)5— b (Eos &
Neut gate) #:&EF 3. SS flilE “SS PEAK ' TIREY 3. IFELEK(—E2BEFPika S8 — N1 >0 ER(F, FOvk
D#HR(SS PEAK ExKfB)ETH — N1,

(5183FEgERTOY b

8) CD19/CD294 APC vs SS PEAK ({FE8EkJOvb. Gate : CD45+ WBC) T.CD294+/SS Very High O&H
(CEFEEERS — b (Eos gate) ZE&TFEI . SS BT, “SS PEAK " TREY B, IFEEERT — b1 > D _LBRIE, TOvhO#R
(SS PEAK ExXfBE)FTY — b3,

(414FhEk - 1FEEERO'OY b, [513FEEERD DY M

9) Boolean (LT, {FEEER(—EPiFRERES8)Y— b (Eos & Neut gate) hDIFEEERS'— b (Eos gate) #%. iFERERA
R> T B(Eosi cells : “Eos&Neut gate” and “Eos gate”). %l T. [not IFESERA > MetERE TS (Not
Eos : Not”Eosi cells”) .
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10) RS-k (Neut gate) & not FFEEERA A NT. IFPERAA> TS (Neut cells : "Neut gate” AND “”Not
Eos”) . #ElF Tl not I§FHERA> MeER S D(Not Neut : NOT”Neut cells”),
XUFEEER CD294 LiFHER CD16 RIZEDEAENKE Vs, 43 (4] (5170 hOmE S =R, IFHERDTRELT
FSIRDMDESSHDBEDR VI ZITC, MDY hOHLBHEh THD SSC-H i EOIFFEERS — N TFERELUEF IR
57—~ EBROT RLA%RH T FBEOBVTOY MIZRWA DT RLAHIZ2TENEELL,

(618> OV
11) CD14/CD33 PE Cy7 vs SS INT (BiEkIOvb. Gate : CD45+ WBC) T. CD14+ CD33+/SS low QM
BLRS— K~ (Mono gate) #i%EY 3.

(71HHEEIRITY b

12) HLA-DR PerCP vs CD123 PE (3HEEBRIOvYH. Gate : CD45+ WBC) T. HLA-DR-/CD123+0O&ERIFHE
HikS—b (Baso) ZFREL. IHEEIKAND T, FERIKS - b/ O T RIGHR LE TS — behF3. not 1F
BEIRAAT N (Not Baso : NOT Baso) %:&E IS, X%HLA-DR PerCP /{5 X—4 X BhlCDULT. Bi Exponential
ERTE(Logicle)z1TL\, PO TFOFT VAR RSE CD123 PE BIHEMIBOHER%2 I SEL0\. HLA-DR+/CD123+0
SEMCRZEHRIARENAMIES — b (pDC) %ZEFRTEL. FEEMPREHIAHIIRAN> T2,

13) 11)DEERS—bk (Mono gate) & not iFHRERARY NS LU not {HEETKS — M BEEkA > hF D (Mono cells :
("Mono gate" AND "Not Neut)" AND "Not Baso") . not EEk/AR>k (Not Mono : NOT "Mono cells")
ZER T %,

(81UX)(#F —hJOY M

14) CD45 APC H7 vs SS INT (U>/(BRS'—hJSOwh, Gate : CD45+ WBC) T. UX/\ERS—k (P1) %:&EJ 3, SS
[FEERDFD<CHVETHAIRL, CD45 APC H7 (JITHEEIKD 1/3 CHOVETHLRU T — MNEEZET 3. P1 & not B
BRART B, not fHEEIRA AR DU /(RS — K (Lympho gate : (P1 AND "Not Mono)" AND "Not Baso" )%
RS B,

[9]T/NK-B U>/)(Eko'Ov b

15) CD3/CD16/CD56 FITC vs CD19/CD294 APC (T/NK-B UX/CEkFOv k., Gate : Lympho gate) T.
CD19+/FITC-OERC BUZ/ BT~k (B cells) Z5%EY 3. HitldT. not B cells (Not B cells : NOT "B cells")
ZVERR S %,

16) U>)VERS — b (Lympho gate) & not B cells % T/NK UZ/VERIAY N (T/NK cells : "Lympho gate" AND "Not
B cells") £9%.

17) Plots&Table —> Gate Stastitics T4'—MNfist2&R9%. Data —> Add All Gates T&% —h~dD Number
ZFRREED,
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