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ERASHE ML

HHRRAS 3B-FEEXEFERSE (3p-HSD) RERNREHAMRERNEE, MRAERNEI0%LIE, FEEHIV-1,
HBV, HCV, XEF. HiE. HBHEES.

{SigadE SEA2E3R

RS 2-3KIRHE—IR

IBFFY SHH: =], 95%; —H|MHK, 5%, BE: 37ERE, BHFEEENT70%-80%,

TES H1ER: 90%FBS, DMSO 10%,
HERIEFEFER: EMESIY-H040

FmfER PRFEIFAR, AVERTNEEAKERBRaTT =M.

R RS

1: MBRBLHIRFRIBR, NEIEHRNMINRKRAZR,

2: BREHSEFRREREME TURARRS, WERRETBITEFRE MASFER
1E2-3/\efferE IS,

3: IBRIRARERHERERITRE —IXENIREAE,

4: FrmBERSNTEEEIRAT. MBS EERE. MigsE. XIRINEURS.

5: ArrmBREaEMEER, TENRARER, EERASE.
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1) WRIARE, 75%ERESHEET2SME F37°CERAMELN2-4h, ERIEFRHER. SRGEHRABRESE, BRRBEREKERE
2) BERME, BEENETHAARRTS, BEARIKEINMAEAR (10x, 20x) F2-3KUREFBINRB R —KEF, (FAEEIIRE
B 4R BRAR AV AR

TEEEAS: MREAE37°CIEAMPRE2-3h, EMETURAMNERMEERSR, ALEGEMARAREEEIRPSERNFERBEE MK E
HER, ER TURABNERBESEC%UT, TEREFRPERERE (EERUENARFTEROLER, ERITAZREFRD) ,
MAFEHNT2ERE6C-8mML, KEMEPEABEPREER, EABERBEIX70%-80% L, TJAMEEHTECLE, EAIRD, &
RizEiRs B AT E R O E,

&1 SHANEARE CERERE) FREBRREAREN, BRAZRAPBAMEAFEFEHINTSEAERERAK. WEAKRESE
—RAEREBINT25E MR 2154
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O MEMEST: NRFEPK-80°CKEPEXRITESHFNAM, KARRAITHTR 37°C.
1) BEEIMUER SRR EHE37°0K AP REERRR;
2) MAEIG4-6mLESERENBOE PRSI,
3) BELER, RREARERAN, AERARBRNASC-8MIERAEARERNT 125 BHMP (F 6cm M) |, BHLR, £
RERE TNRAME L ERNAREE,

O NGEEMMAE: MNRMMZBEIX 80%-90%, BNl TIEAESR.
1) FEERLE, BAEE. BB FH PBS %ML 1-2 1K;
2) il 1-2mL SEE (0.25%Trypsin-0.53mM EDTA) FiEFMD, BF 37°CEFETHK 2-3min, RBEEEME TURMAMHELE
R, BEERXEHAERERIEE, LEZEIRMES, BRJLTEFREMRE, M 5ml LS 10%IIEN T SEAEELIE L,
3) BREWITAK, ReRERREEELED, 1000rpmEN3-5min, FELEER, MI1-2mLlEeEsRERS;
4) % 5-emL/#EAMN2ERE, BHERERIE 1:2 B 1:3 NS EFHNE 6-8mLeeEREnER IR EEFED.
(ERIERTANT25HERE N 6cmEgm)

©® 5 EE AR RTF
1) @A FNRBARECHSRRERCEFNARIIEOES, tERAMBKTEIRITE, RREHEBHAFEE. —RAKRK
WEREBERNT1x10 6~1x107EMHM/ml;
2) 1000rpm&E:h3-5min, X EiE, BAERFFNMAREZFRESMEN , REIMUAFERE1x1026~1x107NEME/ mIHEE—
NEFETRARSRIAEED, IEFER. K. AHEER;
3) BAEHEMALNBEREREEER-80°CKEIR, BLEURARIEE P KBRS,
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RFHARERRELE

1) WRIARE, 75% B ESHEET2SME F37°CERAMELN2-4h, ERIEFRHER. SRGEHRABRESE, BRBEREKERE]
2) BERME, BEEMETHAARRTS, BEARIKIINMAEAR (10x, 20x) F2-3KUREFBINB R —KEF, (FAEEIIRE
B 4R BRAR BV AR

BIZM: T25MBF37°UEFBAMELYN2-3h, AEMBAPHNEREMMBI000rpmBLSHH, FELFEERENEFNEFBETD.
(MANERIGEBARERSZEFEFINTSERE) .

1 EHANEER GERERE) FTEBRERERAR, BHRARRBIREPAREFRRGFEFNSEFERERAR, WBIMHREE
—IRAERBINT25E R 21548 .
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BRRERNSET. K. KEPER

® BIMUE: MEEEPR-80°CABTEREBESHNMM, KARIEMITFTIA 37°C,
1. 7 NRREDH-80°CKEPERIFTESHFNAE, ICARIRAITHMA 37°C;
1) BB TMLARSRIVAFEEI7°CKBPREERBR; 2) IMAZIE4-emLE2ERENBELETREYS;
) FELBR, 2ERESRMN., AEKAKSRMAZ6-8mMIZSIEFEEMT T25 BHFED (5 6cm Md) |, BFIR, £Z
REMRETREAPERERNAREE,

® SiZMER: MBRAMMBZEIX 80%-90%, ENTIHITERIEA,

BiE— BEEERWERELOEDR1000rpm, BO5min, FELE, #MI-2mUERREERRIBRBERBIREZ : 209LLAI2EF)
T250R0, AH6-8mUIRRIHABEREENHNEEEAEURFARNERES,

BiEZ: ) HERAE, BEEFRAEEFEHE 10-20min £4, RIRJLXESHIIERS;

2) BRIRE 3ml EAEAE, BRRARSERES;

3) BAEBRIZ 1:2 B 1:3 (LB D EHNE 5-6 ML TREFENERMPREEFRD, —RXEER 3 REATUBOER—R

@ SiFMIATE:
1) WERRAMEARSRBEROE, NSFARMETEENENMBRTR-ERER L, TTERAMKTHRITE, KRE
MENAFEE. —REGNEFZRFERENx1006~1x107MEH-/ mL;
2) 1000rpmE3-5min, kg EiE, ARIFNARAFRESAE , BRETMUAERS1x1076~1x107MEMM/ mISEE —
TNHEEPRARSEIAEFED, EFER. K. BHRFES
3) WEBHENMALMEAFREEER-80°CKEER, ELUENRAEPKBRT.
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LIERAEERE (BF)

EMEARAMERE (2F) AREVENLE

1) WEMHIE, 75% BN SRR S AT I SRR EL2-4h, ERIERERE . SRALRENESE, WHREREERRA
2) BERAE, WERMSETHARRRT, DIARKENOMIHE (10x, 20x) S2-3KURSRIIMEH KB, EHEEHIE
B ARIR,

EMMRFAGERE (BF) ME: T25MBEBF37°CEFETL2-3h, EMETURAENER, BHMBETE0%UT, ZFFIET25H
THSFAEBELOEAREEAREREITOEREFRPRLEFR, BMEEERKT0%-90%XAMHTENL, ERNFTRREEFREPEFN
B EENL,

i ZHANERE CERERE) FTEERRERANR, BRRRRIREPEBEFRZGNRANSSEFERESRAR, WRIHKREE
— RN T 25 T 215848 .

FUARNMERE (BiF) BRNESEF. &KX, FESR

O S NRFEDPH-80°CKEPERINEZTESHNAM, KARRIFTHMMA 37°C,
1) BB TMLABSRIEESEI7°CKAPRIEERRA;
2) MAZB4-6mMLER EAENE LS DRI,
3) BEER, TLEARSEMAN., RASBANSRMAS6-smiESEAREmT 125 | BARAN_4%
N e e o o e BME RIEIR
frfRs (s 6cm M) |, AR, E-XEHETUERAREEERNMABRSE;
2. MIER: HRMMBEIL 80%-90%, BT TERER,

@ MHEN: MRMMZBEIX 80%-90%, BIOIE# TEMIESE.

1) BEFRPNSZNERBETZOED;

2) WEEMMEAA S5 . BB 700 PBS M4 1-2 1%, HTFHAMWEAREPBSIE MM SHERUPBSHERIKEIE M ET;

3) A0 1-2mL SER (0.25%Trypsin-0.53mM EDTA) FiEFRt, &F 37°CEFBDHEK 2-3min, AEEZHE THRMHELE
R, BHEARATEFALE, MESEEES, BEULTEFAE, M5ml LS 10% 15N TS REL L,

3) BWERINEZAM . pbsiERDMIBAE A T RMMEEM1000rpmIEN5min, FELEE, #MI1-2mUERREESRSIRE
BHBERIRT: 289t AIABIFT25MT, Hme-smiRRHAPBEREENFN L EFREURFEBNERTD, (B11 /7 T251%
RIBME 2~3 N T25 & 2~3 NEFA6CM BIEBEMN) .

® HfKTE:
1) ARAFIZRARECHIRRERCEFNARIIEOED, tJERAMBKITERITE, RREABNEFEE. —RAMH
HEREBERNTx10M6~1x107EMA/mL;
2) 1000rpm&E3-5min, £ L5, AERGFIFNARAFEFRESHAR , REIMURERS1x1076~1x107EHME/ mINEE —
NEFETRARSEIAFED, MEFER. £, ABEER;
3) MAEHENMALIEFEREEER-80°CKEETR, FLUENREEPKIEST.
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	细胞接收后的处理
	1）收到细胞后，75%酒精消毒瓶壁将T25瓶置于37℃培养箱放置约2-4h，若发现培养瓶破损、有液溢
	2）静置完成后，请在4或5X显微镜下确认细胞状态，同时给刚收到的细胞拍照（10×，20×）各2-3张
	3）悬浮细胞：T25瓶置于37℃培养箱放置约2-3h，然后抽出瓶中的培养基和细胞1000rpm离心5
	4）贴壁细胞：细胞在37℃培养箱中放置2-3h，显微镜下观察细胞的生长和贴壁情况，有些贴壁细胞在快递
	5）半贴细胞和贴壁不牢（悬浮）细胞：T25瓶置于37℃培养箱中约2-3h，显微镜下观察细胞的情况，若
	6）备注：运输用的培养基（灌液培养基）不能再用来培养细胞，请换用按照说明书细胞培养条件新配制的完全培
	细胞处理： 
	1. 复苏细胞：从液氮灌中或-80℃冰箱中查找到需要复苏的细胞，水浴锅提前打开预热 37℃。 
	1) 将含有1mL细胞悬液的冻存管在37℃水浴中迅速摇晃解冻； 
	2) 加入到含4-6mL完全培养基的离心管中混合均匀。 
	3) 弃去上清液，完全培养基重悬细胞。然后将细胞悬液加入含6-8ml完全培养基接种于 T25 培养瓶
	培养过夜，第二天显微镜下观察细胞生长情况和细胞密度。 
	2. 细胞传代：如果细胞密度达 80%-90%，即可进行传代培养。 
	1) 弃去培养上清，用不含钙、镁离子的 PBS 润洗细胞 1-2 次； 
	2) 加 1-2mL 消化液（0.25%Trypsin-0.53mM EDTA）于培养瓶中，置于 3
	3) 轻轻吹打细胞，完全脱落后吸出至离心管中，1000rpm离心3-5min，弃去上清液，补加1-2
	4) 按 5-6mL/瓶补加完全培养基，将细胞悬液按 1:2 到 1:3 的比例分到新的含 6-8m
	（即 1 个 T25 传代接种至 2~3 个 T25 或者 2~3 个直径为 6cm 的培养皿） 
	3.细胞冻存：
	1）细胞冻存时按照细胞传代的过程收集消化好的细胞到离心管中，可使用血球计数板计数，来决定细胞的冻存密
	2）1000rpm离心3-5min，去掉上清。用配制好的细胞冻存液重悬细胞 ，按每1ml冻存液含1×
	3）按冻存数量加入无血清冻存液后直接放-80℃冰箱过夜，后续可转入液氮罐中长期保存。

