T HBHESEEA
(RRMENSE. HHEE)

REMBNSE. SRR

BMREAIRRIS TSiME, HRARRRENENREER, Eit, SMeEmens s
RENRENEN T T EEEREN EPRWEAMMEEXREEEES . REARS BRI
ZERE, TERREARAIECIIK. T18, DINRARKREREFIIERMIRITY. Kt
NEE BREEESEZE. HESSHEEISTERBARNEYL Q) FErE, §
TERSFEBIFNA RS ERE B DB N S B T B AESE SR R RE 2B I L ATRS
BisEA DI BRI ERARE > SISINARE = AT -E4BE > B WEB4RIE > T HEA
fE=£1400E. AEPRAMBIERTIEIY trypsin FElRMKES. BRIE-ZRAREERER AN
Percoll NELZEBER OEFE2RIEMERINRICENEZESHITHERSE. E AN
D BRATERF BERRERSH THRS B, MM ASRER R ESHER
A, WAMAEIRSSEE, WESEIE (panning). RIVERADEE, LUKRR
EHIRED BHERAE. —RNRIESSICH BRINR TR, ARERMEFENRK
HERRATITE,

Ficoll-Hypaque BEHEB LZHREAINDMmE MM (PBMC)

HMEIIIEE MRS (Peripheral blood mononuclear cell,PBMC) B9 EE2REFH
RPN—IEAEA. BRIER/ME PBMC NERS ZRERE- 2 aREERERD
i% (ficoll-hypaque density gradient centrifugation), FAItt75i%5>E PBMC ZiEa]X
95% , BB L 90% , Hrh T HE4MiE S 80%, B MEIE L 4 ~ 10%. ficoll-hypaque
BAEBR, XNFHBHERSER, EHEA PBMC i, EKEKERN 1.077; SENEH
MzARRATLLE S 1.080; S EARSR/MIAIEALLE N 1.084 ~1.087; HESEMEM
fERTELEEA 1.090,

[[53E]

MRPEEEARSNLLEFEER, FIBER 1.077. IBFEEMN ficoll-hypaque
BEER (MFRHEBHEESER) (FEESER O, SMIIRRS HREESEENERE.
MIRFNMIMREATEERR, SEFT2ERLES, TAESRABRTEERAR, N
TR ERNES; PBMCEZERRTIER, BUTHoERAEL, XFEHAIKE PBMC,

[(B5iHI]

TZAEFHOE, RE. HE. BARE. BRIk #WA. 5Kh. BONFE.
2.pH7.2 Hanks . FF&. £EEKEKR, HEMEESER. (8.2%HIEIEER 28 11,
35.7%25411Z 10 173)

(5]

1. BSBKEN 2ml, IIASIFEBK(10~50u/ m1 MEAR)RIKES, BY, FEMmikh
. F3 pH7.2 Hanks iRE AR ER/KISHUSIMFERE 1 15,



2IREY 2ml MEARSERETZERLES, ReBBEOEMF 45°6H, BEMEE
ERFERNSILGEREENESBRLE, NESREMEREBH.
3.4£18°C~20°CT, RZKFELHLEL 2000r/min B:L 20min, B OEHIESHLNE.

4 FEMRERREEREIRYS, DEERERHIEME, BAS—ZBEOEF. IE
IRENATE R MM, NEERIREII SN EREIR, DRBENEMMAEAS.

5.F3 Hanks #&E54008 3 ¥R, &—X 2000r/min , 10 min; £ 2 ~3 )X 1500r/min ,
10 min, BAIEEAERDRIAIML/IME,

6 F RS T IEFAETER.
(GE3=£-10)
1. CRATAEIEeS Mz $. MRFISHNE MRS RATHREF R, bR
EREELERM THT, PR, BN ATE.
2. LRHPHMIPEEREERRDERESER. PERREDYL 4°CRZ.
3. EHEHEESERTIMAFERLIN, AMELRPALSERT, TRSRERARRTS
BT SR

IR LS B B4R
[IRIE]

BRHIR LD B RE T RETRE S A AR R SR VEEAS , TEIMN
HimH, B TR SHIRMEER MR TR EERS, TxMERETNRNARETAR
BESIEREHIRIIS R RN EaMTBHYE, TEHZHIEE, NMMEELIUSE.

RIESEHIER (immune magnetic bead, IMB) BIFRZE, SRIEHIIRESBMIERI Y
AEEENEEE. EREERRENASHEMEE, IMB lSRIAMENIETURAVANR
S5, TEHMED S (FZR) (EAT, EEHERMISHIRMIERZE E, NTSEbZRIESD
. BEEETRSHEMEE, MESREE TS ESEs, —MSHERTENRES,
EI R SHEEE, NTERHERT, NHREHITOE. ERED BEEINESHER
RYZRRER] B R AT ThREsCaa sV ARRR G, B £ D B SRR B IR/ B ST
2K, FFEIRNAIE ERGETR, AeestTIIReCiosnTV AR, TR, FRTE
MERINCHERT - FHIR/ B FENE—ENRESIMIRTINAR (BAB %), FIFEYD
RFERZ ANEFEIOREASARIEE IMB SABRISRIHES, Ik
BB, ATHBERREHTOBERIRSTT, BRiBHRERESSEE (W FITC) R
EFNR/EEFNEERE, FRoBNERTERIMERMNED BN, NmEaETR
BRI AR,

IRIERIER SRV SITESRSINAIRIIX R, REHIK LD BARR 2 A IEE AR



1%, IEE ARPHER S S HUIE R ) BBV, G ERIERE S AR 24,
HFET LERNERAREME. A —ETREENEEOEAE, BIESCIRAERS N
NEREHHNZTERT, BO#MSBRE, VMEAEENMIEHIRIEREE L, R
IRBEI4BRE D ERVARE. IXFTT AT —RERRSHANE, NFSREEE (cocktail),

REHIRED BMEBE—M 90 FRAYINENHEMARSBRA, FRERLES
(93%-99%), $KZAIL 90%, EMAMRAT 95%, BIREER, AEEREOTIENS
N, EifEZERR.

NN BREHERaE LS EMEMEIE (EEX) (LA Immunotech AFF=&RAH1).
(2B 5iH]

CEEERIRN—HT, YUK (—H1). PBS+0.2%BSA. PBS+1.2%BSA. PBS+30%FCS.
BZR. FIBES,

(7]

1. BUEERIIASR, F 20 {ZAFR09 PBS+0.2%BSA SSRESSE, BWEELE Smin, (8
kS MARMEE 2 MATELBIY: 0.5mg BERE/1x 107 NEEAMZARREER 1ml £10)

2. IRELE, LAAREMEEIEPMEER EGZE9"H1. A 100ul PBS+0.2%BSA i&
IRESHIR. MA—H (— I SHERRILLGIA: Sug —H1/1mg #ik), B=R 15 min, &
BRI TR, BEMZELE Smin,

3. BN 2ml PBS+1.2%BSA &k, BEMZE L Smin, |RELE, MUEBRKRSTHE
a1, ESEBIE—IR, A 100ul PBS+0.2%BSA ARERHIE,

4. FA PBS+30%FCS EEEEHDEMMIBAIRE 1x107 48i3/ml, SN EHKER
f, BER 10min, FERMRN—IR, AEEHEELE 10min, |KE S,

5. AstiEAEEEHRESNAREERHITIER.

[F=FEIR]
1. EXABREESBMEE, #IRSHARELHI: 1mg #iEk/1x107 BMZERREEL Tml

£,
2. FoBINERSRNIERRMEER, BRMARHMINE, e BIER.

MERELEBSE
@ EASMERRREHIRIE—.

@ WERBAMASIEFEIRRIK,



® RER:
SRRMAIEA 2—3 XEPRIEREE T (CRIENEERERYE), BMAKEREF,
Z ERER, ATRERSE, fKEEEREMREERFE 56°C,
@ MiEXE:
MEMSHRETAIXNBR—TFMNKERET, FERETAEE LFE 56°C
B, RS 30 5.
® KHMEXRER, #ITH%
OFR=F
DER, MEMITERE, - 20~ - 70°C{RTF.
MBENRKERRSEFRERAKEBOEE, MEAFENMBEPSEENERRE
¥, #ER, SERFPDRYR, MIBEBIET 50°CLIERRERKIE 30 525
RBLEN. REWL, AASHLBEZ FMBRIRKEERZENERKRAT, &
HLREFXEERALEMMBEPHNEREF, SERSFNSHRNAEIZMW, £

AR A R P RERIEZNHED XIS MBHITAKIE.



