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DMEM/F12+10%FBS+6.25ug/ml Insulin+6.25ug/ml
Transferrin+5.35ng/ml Selenium+5.35ug/ml Linoleic acid+1% P/S
EFINE air, 95%; carbon dioxide (CO2), 5%
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EFEMRFR | T253F 10-12ml; 10cm [ 12-15ml
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1. RERTS T25 RRIEFRE,;

2. 1N 3-4ml EiR PBS 1242iEiE40AE 10-20s, MRIEIEERY PBS;

3. T25#RA0 1ml EERREE, BiRRNEFRIAEIRESHIMRERARE,

4, VEEEFRIRRIN 37 EEEFRMAEE,

5. IBEIAEEETER, (BRTEFEERIN 2-3ml TSt FEL ILFRESHY,;
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BRAEE
. RSYEE, 900rpm B 3-5min, FLEIE;
. IFN e ERERRERAR, WIS REFEFRE,;
HEZEERE, 41i‘%ﬁﬁﬁﬁlﬁli*§'§kk§§*§iﬁ%
N A ERERESERIRIERRK, RSB RTE
TREEIN
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INMFRECTT | 92%FBS+8%DMSOFFEHETR) L 92% e 1577 E +8%DMSO(BF ),

G HIE 200-300 5/ml, 1mlEe

1. iBUHBEOREHRITES, JJHEE%&?E’JETH&W?E%H&H@

2. BHEERRRBNAELMIFIRCRIAT

HFRE 3. BAFERNEFFAER, BMA-80 EXfEE®R, ERENRARE, &8
EFFFENIRE, MAEBETLUBFFERETEAES 4 EFHE 5
10min, F-20 E5%E 2h [RHEN-80 B3R, B RENKEIRE

EEEIN HEAREANREERNES—ERE MY, E68FE, RITARELINSE

Tips: 1. iZzMmp3E R R 5%, BEAREGARE T ELAEZRENLH 2, 35; 2. @B EKRERE, EE5EHE
REBAETIK; 3. ZmEFAKEZRAemlitR-F, 23UE A& FRERKER, 5 SNLM-391;
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— T25 IREHESRE, MIEFRETEE | TS, BEERA-80 KEHERA
B2h e BRT

IREXREDEHEEOEE, B10- | 37 EXKAERREMANE, BT
12ml E57E, HRHRMAR. BE | AMFEREERED. BOBELEO

e 80%A LRIRTIRERFERMWIEN, | 73 1509(£9 900rpm)ZEA, 1min /3
EEE(ET 80%FJLARE 10-12 m444: | H, HF LB, MieHAHtHEFEERE
IEFEMEEE 80% LA EBEHTENR | BEFE 10em BFR0, SR R
157 @#mﬁ,MhEﬁ&—m

. T25 R ENRERN 1:2 /648, BDHE 725 | —E4mREaEdEfhE) 10cm 1S54 MeE
& BIR T25 ¥R
EMBEINET, TLUCKERNA | gERESMTFIME, REREES
IBR, BUNEREE, BERISEN | Se, ECREEEE MR
EEFEMEFETRN, BTR | NR, ERMUTISARRERSE
RRLWFFOMREESSRS, | Re, UEEiRNRE
ENERAEMMIEAREERIERT | Tk A M RAEsE-80 (777 3 K&

RS | MIEFRETRR A, KNERESHIEE TR, Fik
REET25 MRIEHALE 75mISFE, | beiynms, BPisrs—s, 28
BEE LMASHERMEARETLN | pemmHBERRSHERSIES TS
EREER, 1500rpm L SMin/S, B | BT, BRFRNSHHIIRTS
HE4ERE, BTERERE, LF | /e, BRAEFEHaEESRS
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FAGFAATH —

TR, R E R — AR 3 R Ak B, ARSI .

2. EBREMED L, EBUKEMEIESREL, 1200rpm &3 5min, R80T , 7
Ry 2B AKRETERNLE, m%ﬁ%&ﬁ@ﬁ%ﬁ&%ﬁﬁﬁi%ﬁé%

3. pminEiitk, AWmeR S, BERAATRENAAETHNL. BEEERE

Rt KA ke, TEANWRIEALTME T,
2-3ml 35,

%L%ﬁkﬁ&ﬂ%,%&ﬂy%

4. B H R mAnn, T25 8T LOH F4r3 0 R G RiT T AASE R A E LR, 2

TENAR T 24h;

KAE T ABERRK IR G R
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1. HEEFFERELRR, FEE SERIEREFERNABRNERIALTIES
THITIR(E, THIELEERE. WEAEERE R AREREE.

2. ERLUERRERNER, SBUTHS: ARNSEERE/I R, AiRElEELEnA.
EFEET—LIE, LIRSS ENNS, AR nAMIEET IS,

3. AN EEITR EMIE/ M. MRssmisEmEEREYR, XNETH
RS, TABRBELERE, BRERIILISE ATCC, DSMZ EXTLA
FEARRBRR . 4RI RGEERI AR S4ER, AILAREEFEGR PBS I
%, RS BRI LIS AR ET N, B RREINR s AL IEEK,
BAOME, WEMBER 900-1000rpm(£) 1509) Z /0 3min, H L&, B
5ml PBS EE4HME, BELE, AT2EAEEREMEFTAEAM, SR PBS
EEEATERRER, MRFREALERD, ERRTETLIERE PBS EENSE,
WRERRE, #IN PBS ZHRILR.

4. FERIEIRESAREO A, BUEEERIRK, FIRRIBRENEENER
HICEE, LABCRIERET N EREZ e, TSR RE, BRiEd
ESEUIRTT. MEBENEtHRIESS, WITHEAEDTK, AEF4EEEZSE,
BB MRS,

5. FRMBERERESEA, FIEMRKEEERENENR 1:22E/. EREF
RIS, BERRNMRFEEEANE 12K, £RRIR. BERSHIMERE
LR 1:4 15K,

6. MMIREKIRIERT, TLURS 5-10%MiERE (MBLRERET 20%) BHF—R
RJiE), FERNSHEREEREIEEEREIESMEKRE.

7. HEFEERERAEY) SNLM-391 1555408, EARESFARIEFAEERTARIL.
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1. FERRREERA—E, —BFRAREFEISERINERRR. BH—ER
BEHARGNNEREFES, RHEHIEFIEABRBRER.

2. HIEEEBREBRIEINRRIRERSXARBMIRARISFHER, HLEW
RARBNER, FFREER, EXHREFSHEELIRREEE, TLMHEE
REARERE, EERRIRGHE.

3. ERMGTYBTERESNEIRSHATERNER, EEFRE—FRERE
REEERMAESZIR, LT RE SRR TREER, EZFERSRRITRIE
T, BEEEFER, IAEFEBESHEERRE, FTREER.

4. MRAEARSCNEIRAFBTAAEREFAERMERME. PAREIR. BFhmeE
FRSEFFMARER, SHAREATS. EREE. WEERISEEmE
5, WTISRARENIMEERITH, AT EERSREER.

ctt

5. HKFHERAR2E, BRAEEH—X, EEARUKHRERLDHAERSESTE
DN, BEPRRIFHET 2EXW, BOBANEHREERRS. FFHE
ERYKEDHERN, EEERAMFAR, FAMITIKEEZER.

H

6. EFETAFARE—EEIRMEES—EREMTEE, BRAFRLCSHE
M. RORNEFRRFARECRSR, ERAFAREICHATREER.

7. @RS, BREAREFREEFES AR, BT REMBEARRM NI

BFREEE.
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