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BB Rat heart microvascular endothelial cells- immortalization
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EkadE i1 AEREFEEARMEEEECREREXE, SChREERRIMM 30 BaiEERTERES, B4
ERTEETE, LAKERS e RS 0.,
—_ S BERIBR(PFTIRAES: CSP138)/EEES 10%FBS HEtEss
LILRME S ERRENTMERRMEES, FATRTRILEK.
ERE THEERAE: B2 0.5-1x1005F—8 (ImL/&) ;
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®  RRMPNENFINE: AR/OEMMERRMIEKENZQY 133)H LiBhFHAEMEHEBIRARIR
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® AER[HEIIEX]BEFRE: Rat heart microvascular endothelial cells- immortalization (ZQY133)were kindly
provided by Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.” 5§ “ZQXZbio"
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JE, (BRMERTERINERREE, TENHNT:

1. ARMAREHNERSZEAEN, $i5otRENEFREFME (ERG, KLF2, FOXO01) #E:T
A, SHHIEaREER, CD31. vWF, VE-cadherin, eNOS FIREYIRIEFES.

2.SV40 X T filREES p53 # pRb, AUFEHGE, EHEMAY EndoMT BRI, SEMRBREHE
PR,

3. IRERMESCRIZEEEARREGHE. P1-3 HBEBERERSLSE,; P4-5 BERERIERA,

IREYTIB: Eps-9, HME/MAHERIELLHE, K& EndoMT,

4. BRIEFIRER (GPa ) TRTHAREMIR (1-3 kPa) , BEMFHEENNENE KLF2/FOXO1,
EREED YAP/TAZ @IEEGE Snail, CTGF, {8i# EndoMT,

KA BRI SR 5 IR S SE SRRV SEIR (ERI S, BiNAFIRIESEIEER, EHIENARIRE
¥ (CD31, vWF. VE-cadherin) RIS, SUREIBRRISIERMER.

1L IR
2 ISl PBS, BEREFNITAMI, RE PBS E2
3. IO 1 mLZEA 025%REEESAR (& EDTA) , BESMIEFAIRE S Eam;
4 NSRS, BME BRI R S A R T LL;
EREE 5 A3 mL SMEERRAEILEL, WERES B R ER SV A R 2 A

SRR,
SRR, 1000 rpm/min 3-5 380, BOFRRE EEEF
7. IMAFEHEFE, WL NROMEEIT, RICHIEFEFIETR, INEEFE, FRENkE
RESREHITER,
1. REREEAVEEMATIATEBEIMEIERE, BRERTFeEasE, BOE,;
2. FREMETE 37°C KAPHREER (K 12 D) . ATRDSENAEEEN, RHEFEREE
KAREZ £, —BREBOATIRE, SLEEHREBHKE, 15%NZEHSREIMEE;
SHEE 3. BABYEBIS 3-oml TREFENEOESR, BRES, B0 (125, 3~5 2%) 1000-
1200rmp ERIEFE, MITIERFEIL, F0 3nL REEFEROMEFHTITE, BEE
TEEFESAREERES 0.6-2.0X10°, HEBREEFBTS, FIEFHEPHEESR, BN 12515
FEHBRIN 5-TmL SEtEFRR, UBEIAE 80%LA AR,
1. {HREEE 80%LA L, SEHIE S ERIX 95% A LAY, E4RMIRIRIA E B T (K SRR
175
2. MNIERIEE 4°C FFR (585 CSPo42) R, BNl T25 HFAEFE—8 (ImL/E) |
BEEESEFNARFFEE T 0CRRRKETER, BRRAKIEHRET, BERET-S0°CE
D—REHIEERARET.
T BEARRAGAERBRBAFRIIEBERE, BRERFAFRERERIRFFQC, HE
40min; -20°C, FE 30min-60min; -80°CHEB—REEBRERARD HEREFEESFRT, B
ERERATRE.
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1. WeEIZBRE, 1548 40X, 100X, 200X % 2-3 KERF;

2. A 75%EEEEARS, HOEAILAREE, lERERRSETIEFETEHEEF 240 55
1TiRME, BIFARBBISEFMEEISFREGE, R IR ME TGS, I
8, FEERBBLREMERE

3. MHERMMEE: WRZRAAMEEELY 80%NIATIEREE (BRRAMIERIEN, B HEERmEi
BRFIRIECIRENRE) | MERMAREEEMEEEART 80% , ENERNteEFER
B2 | RIgiRIEZEH TAE,

4. BiFHE: MRMEEE, DHRG-TmLETSEFE (—RHERTTLURIE 1:2)

R wmanmm: Sl T N S R RIS T, TR
BB HRIESI RS A,
E:
o RKEWEIEERN RIS MR REEYEEAEEAR: TSR
H( NS EETABERIMMEILS), BOEBMERETS S CMERE, TERSER;
o EWEERIERAY. EERAEES, TAREEH 23 TRTE, ISEERER, B
EESNER, ERIEEIBEA 12 35
o IUEETSEASENG, SH, R, BREEERRE,
I WEIRE, BETKR, RESEETR;
2 EHE T RASE: TR -20°C KE; YIS 7 RS SRR S
AEE P TR KR
T EHIRSINSE, BIHEARE,
BOMAHTFRERY, SHNEHEET, SXSEENEALNARNESE, BFFTRGE
=, EREENTIESEK
I BERERFTSEARATEEOE, BOMSEEIE (1200mm, 3-Smin) ZRIFERE;
2. FIPBs ERHE, BAEMEIBKERI— P EOEPR, BXRELD (1200rpm, 3-5min) AR PBS;
— AN ImL 227587 EDTA 9 0.25%RESESYHME, B0, ENENEOERS, BRI
’ B, OSSR, REEIBIERAES AN (TM3, TM4, 203 KHIL) 12 5% ;
RHERET o momresmRE, WISSEMED; ST REEREE,
i i EOTE, FEERRRRYGTERE, SEEAS R, MENA -snl SIME0EEERSL

&IEEW, B0 (1200rpm, 3min) FBRAEES;

5. A smL EARNARENNTSIEFERS, RICGIBEANTTESF M,

6. BHE TIRMEEERMIESISMNATHEE, &8 3-5 NREN/NAEERAREREL,
e SRR A KIS E R R B H R,
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