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IS RN BRERIE E DT AN 1L,

mARARBNEFFEEF AR CRA SR SHSRIEIRC
HYTARL, FHa AL LG ERBET I E S G E SRR MARRAY
BNEH, FRSEIERRMAIIREE, BHEITONEIESR. Bt
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MIVAREARYSEIG TS RIEF ASIE. SOeRe. EHUEURETES T,
MVARAPEAFIEENEXR, FTERRPAREROEIE, RIVEREA
PITHNRERMPRR, FIFHESBENOHRMRERANMAREAERRIE
PRAREEVIAT, ERFWLRER. EHERARSRET, TENEE
HEERERVMRFETANES, FEARESERMPHIER, XEFRT
FERERETHMIEFENA, BRNEESKFNE RIS, AT
ROCRNERNE. FELEFARTEN: FEEEPRREZSIRERIRESK
¥, MRTEASTHERARIVNE.
NRERBRSHBEARIFEAIFIE R E SRR E AR CRE.
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23LE FIE B, BLE
EDTA S M Rx ER
Ca2+¥ WAL RmMERA. BRI Ca2+#5
1.2 mg/mi 10.0~12.5 IU/m 1:9(15 3.2%) 1:4(23.8%)
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Whole Blood
(percentage by valume)

Buffy
Coat

45%

Formed
Elements

Plasma
(percentage by weight)

7%
PROTEINS

91%
WATER

2%
OTHER
SOLUTES

Elements

<1%
PATELETS

<1%
LEUKOCYTES

>99%
ERYTHROCYTES

Formed elements
(percentage by number of cells)

57%

Albumins

38%
Globulins
4%
Fibrinogen
1%

Prothrombin

lons
Nutrients

Waste
products

Gases

Regulatory
Substances
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60-70%
Neutrophils

20-25%
Lymphocytes

3-8%

Monocytes

2-4%

Eosinophils

0.5-1%
Basophils
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2R 10xACK Lysis Buffer 10x RBC Lysis/Fixation Solution
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PERE. REAREEER, EBEHESBER
PBMCE &M BREFIREZMAE

)| By

(Ficoll) #IEL, NHEHITOE.

mi¥z. m/hik

HiRE
PBMC

:| Ficoll3 & i#&

| HIZHRE

| eT4mpn

MR FEE:

/) \#k:1.03-1.06g/mL
HEiZ4E:1.05-1.066g/mL
PR 4EAE:1.052-1.077g/mL
FicollZ3E#&:1.077g/mL
RIZARE:1.08-1.095g/mL

£T4R:1.09-1.11g/mL
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RPMI 164052 EFAEA0EH] . IIARH IS (REIREE10%)F2mMEEA S EIEIRPMII 1640 I555E, ([FEFENBEXAER
37°C, Hik: HIN%HITE=R-EER(50005(%/mL),

BEEMIETRPMI 16405e2IBAEY, FHIIREIR2x1084i/mL,

BRI A R BRI,

fE37°C. 5% CORUIEFFEPIEF24/ 0, (EERIZAMIENGEE,

EEHERED, $188340-50ng/mL M-CSFHIRPMI 1640522255, alE: 1A 20ng/mLAYIL-4,
FIEM-CSFRIIL-4pE A B & is s MPREARE,

f£37°C. 5% CORUEFFEPIZAMIE6R. FEX6 KA, BfE3-4K, #7E40-50ng/mL M-CSFRIRPMI 16405521575 (Aik:
IOIA20ng/mLAYIL-4), FBEMEICEMHEERIIERKEE.

LR HIREZ S, BMIEREERIKES, ALK, s, KEEIBNIETTFIEARR E. JWEMARRN, EFIBE
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ABLiEE: EEASEENESEMOBERER, K£20~25°CHiE.

5.8 mHITERHRER U, RERIENINEEMMIRE.

6.8 6aFicolliEft: TRENR MZUEER AR R <R EFicoll, MFicolZELVMEERXR, FLLFEIMNEEPBS
R, BPBSIMAK/N\A RS SEART A DIE.
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1. 5B REICE
21ECE (GentIeMACS C Tubes)N RS )5 BRI 20-30;%, {FEFEZEIRL2-4mmAY
IINEFER,

3.AENCEFIMASMLEBNREEY, AEEA FIERR) .

4 JZCETMNGentleMACS Octoff#=gs4, 1=fTm_tumor_imp_ 03FEFEMIR, 15C
BEEI7 CHlesE & LRERFAEFEE30mIn, {37 CHEIKAFIEE
30min,

5. NEERTEHCE, FASEIERIES10s,

6. BT AIANTMLEY SR IEE hik kP IEELES, 1ZETRSEMBFIEDTA,

7 BABY (RE910mL) BIA—1NH100umiERBITRCHISOMLEIHEE .
8.{EFA TS IEZERIEEETIEN, LA TEUaIRIRAISIAYD.

9. AFBIMMLEIRIEE PRFIRCE, FRRIARINIERF (Rit£915mL)

10. 8T B IEEATE4°CTLA500 x gAUEEE/OSmin, FETmLAYEERIEFREH
11.f8ENucleoCounterl A 1: 10RIT T EGFERR LGRS tEE R BB TIT L,

> BUREY ((REFE=ET)

@ 250 U/mL Collagenase Type 4

@ 100ug/mL DNase1

@ 5 mM Calcium Chloride

@ 4.5% Heat-inactivated FBS

® in HBSS without Calcium and
Magnesium

® EE1MEERELSEFHIEW

N = Lll'@l ng; EF?TS?(T:T:)JM:{%F—HEEE)
@ 10% Heat-inactivated FBS
@ 2mMEDTA
@ in RPMI1640

OMIP-105: A 30-color full-spectrum flow cytometry panel to characterize the immune cell landscape in spleen and tumor within a

syngeneic MC-38 murine colon carcinoma model
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EEAREIREZE1x107/mL, BX100uL4RpE/ & (291 %106 (A% RIERBB B TFixable Viability Dye (FLiE4HIEL
M) FRIVER EFDRE

N [ I
(A% EE S oI RIFCSRRERT, BEfE, e FRARSLISIRIT MR BB BASEF A EINARE R CRCHUA
= REEFE 10min . S, A°CEESEIFE30min

AN /
D i Y4 o I
PFETREIIAN2 mLAEREE TRESEMIE300gE L IIA200L4RfEer e ik EEAiE, INAN200ulZE{AFRAY
5min, & L& Fixation Buffer, BiERS, = EREEEE30-60min

J k /

AIA100 uL 1xPermeabilization Buffer E240i8, %R
Q SR R B IR AN AERLOR R AL,
AN BREWITRS, =EREEFE30min Y,
~

AT mL 1xPermeabilization Buffer, BIERES,
600gE/>5min, FLEiF

AOANO.2mIBRERBE PRESMIE, FRmIVAEIRHT

wNFn ST
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? Tips: RERERE, EEMFBSLEIFE10E
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“ AR ZR1x107/mL, EX100uL4RpE/E(£91% 106 (AT tRIEIRBAH#{TFixable Viability Dye (BL;E4AMEL
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N )
(EcRESH), LEAIE)EAF IR REIIEFRIE e RIRSLIIR T AR BB ROHEF I E I ARE R GhRcH R

BRMHRE , RS, 4A°CESEFE30min
y 2N J

SIA1 mL 1x Fixation Working Solution, RBHERS, )
A°CEE'E/RM30 min; RMFERkfE, 600gE/L5min, F

AN 5 )
AIA100uL 1xpermeabilization Working SolutionZ&Z&

RS, BINNRIRSLIIRIT AR BB A FENNAEA
VAN RURZRREINTIR, BAEEREE S 30min

N [
PFEE, IIAT mLERESE h%R, 300gE( )5min G
b8, BIIA100uLpERaE bk, EEHIE

N
JOA2 mL 1xPermeabilization Working Solution&2 °
“HpE, 600gE/IL5min, F LB, EE—IR

N
AIA2mL 1xPermeabilization Working Solution, @
600gE/)5min, FLiE

\
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FineTest*Violet 450 FineTest®488 PE/FineTest® 594 APC PE/CyT
FITC PE/Cy5
PE/Cy5.5
PerCP
PerCP/Cy5.5

\l - 5%

FEREYEMN: https://www.fn-test.cn/
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MIVAEITE

I\ER B A tre g AHRRIES M SCBE TR E=E > ST FESE
s N 1. BX 100 pL 4HRE/E (£9 1x108 M) FRNEW.
I & é E’\" ~
sl RE 2. (BT ARIZHEATT Fixable Viability Dye (FLEMHBATERED) S,
- RUNEIRE, TIESTTROPESER || 3 missm) R a RO MIe BT Fo S,
H. 4. JOFITC-anti-mouse CD4FJAPC-anti-mouse CD25 , 4ExM30min,

2, 1%H%€HE§$EPPEG’$M (@uméﬁﬂlﬂ@ﬁ?ﬁﬁ%ﬁ) 5. IFESAJEINAN 1 mL 4R EE T, 300xg Bl 5min, FLE, BN 100 ul g
h, AESsRRERRAEE RBHBLAGHRIA @ i Y.

. . \ 6. i\ 1 mL 1xFixation Working Solution, jBIERS, 4°Ciziz 30min, RMW5Ef5, 600xg
3. F10 mL PBS/Hit2008 7R (7Oum#BBBE | | w50 5nin 25 b5

:_bl:l ‘7\ SH=S E =T ,M\E5 ope . . . ~ N ===\ .
SEg) | FHEREREERT5 mLEOE, 7.9 2 mL 1xPermeabilization Working Solution, BHERES, 600xg B> 5min, L
300 g&i1)5 min, F L& =
UGS = E S °
4. 7.-”])\2 mL 1"2125]3@%2%#1&%%2&”3@, imEﬁ 8. EEEE?’E v

W2~3 min, IZZIA10 mL PBS, 300 g0 | | g s\ 100 ul 1xPermeabilization Working Solution ZS4mH,

5min, 7FLig. 10. JOPE-anti-mouse foxp3, BIE=EEEEEFS 30 min,

?‘ ﬁﬁéﬂ}ﬂ’@i’%@,é}%}ﬂ:i&%%ﬂ%ﬂ}%éﬂﬂﬂ@, 4%25@% 11. IO 2 mL 1xPermeabilization Working Solution, 600xg &/} 5 min, F_Li&.
AFI200B178M (7OumZRERIISER) FRIEISIS | | 12 i\ EmempesneaE g E s, BIAT IR,

2, FEEAIRE R 110N mL.,

> A 1EARMEEXTERA
FIENGARZE, RES1048PE-anti-mouse foxp3#ALPE Rat 19gG2a, k Isotype Control, Hfit
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