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BB Mouse aortic endothelial cells-Immortalized
KB BTSRRI TER SV40T BE, puro HlE
Vi 2 o ZfAaRR
RIS MEEEEAR
. EREHEESET, TLAREER 10 RULE, BEARNERREIRIEEZAERNMSERER, BAEE
fefiistt SRR E LR A B AR,
HitlEsE, s
tEny e TR E, PIAFAKS: ZMY099
BEEINE . 95%S+5%_Sfhx, BE: 37°C
[REBES-EDTA i8R (0.25%) 37°CIREFHE Imin
LA it AERMEFEEARAEEEEHEREXS, SEFR2/ERaTM 30 FOEREERTERES, &4
ERTEETE, LAKERS e RS 0.,
—_ S BERIBR(PFTIRAES: CSP138)/EEES 10%FBS HEtEss
LILRME S ERRENTMERRMEES, FATRTRILEK.
HEEE MLHEEARND: BEF 0.5-1x1005F—E (ImL/E&) ;
eIt TR (FIFARS: CSP042)
_ £2 CD31 BECERE, HEANX 90%LAL;
i AEEHIV-1. HBV, HCV, MRtk, 4iH. BETEES,
&1XELHI 102
e 2-3 R/
Fkista, sx10%cells//RIFE*2;
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T, SEUNEREEF M E RN ZATENIRRY
FPERETW, AEC IMETAIKEIN S FAIR
K, LIRS AE R NANLTE, XIS
PR AEC 1EFYIR 12 N R T PRI T RERERSATL
HIRIEAT. MEERBAT AR EIFIENRKSEEE
BURATR, LARERBYRmIaTT AR,
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eS| AhFHA=RAMINNT, TZIHZH.

o RER[PILFENE: NEEEIKPIEZAIEKENZQY 099 H EiBRFFBENRIRER AR

& AR[HEIEX]BEHRE: Mouse aortic endothelial cells-Immortalized (ZQY099)were kindly provided by
Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.” 5% “ZQXZbio"

RELEER

® X [hFHAA] ARS, ERPERATRIESS, SR, RIRTEENEEREIFARL;

o ZAEAER, KECIHRZEIFHAMN,

R AR R T R L A

| SHREIEFFIRERSE

HREESHHXE R EEEEN SRR MIESRIETEM, LIRMEnsEEtE, SR
HEEREEAFERER (ERE 2pg/cm?) , BRERI (2-5ug /cm?) , SEHEE PLL (0.1
mg/mL) , BBER (0.1%) , RIFRIBAMMIEKEE, SF/+B2FHRTEEDHE.
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R BZMETHETE Hayflick PR, BIRKI4E5ETE PS BIRRAREER, AUEOIR P1-3, Bilt
REREE. KEARNBEAREBEZSA SV40 X T i/RSK hTERT SEE, SEHEIRIELATISHRE
JE, BRMERTEGHRETE, TESNHMT:

1. PIRZMRRHNERAD ZARIN, $iSSREMNEREFME (ERG, KLF2, FOXO1) #EAT
A, SEHIEAASTEK, CD31, VWF, VE-cadherin, eNOS SFiFEIRIAFES,

2.SV40 X T filR4EE p53 ¥l pRb, NMIUFEHDIE, EHRFAYS EndoMT RYHDEI, SEUAMMEREHE
JIRRF LY,

3. IETERAIE D W RIETEERPIREME. P1-3 HHMBNERSLSH; P45 BEARERERA,

ISR, E P89, BA/RAEHRIELSR, RE EndoMT,

4. BEUESHRIEE (GPa ) mETFIFAREMRIE (1-3 kPa) , BEMFEEINNEE KLF2/FOXO01,
[ERMIET YAP/TAZ @BEREE Snail, CTGF, {Eit EndoMT,

KA BB LR > I E SE IR AR @R, BNAFIREEIRRR, EBENARITE
1 (CD31, vWF, VE-cadherin) FA;Z, BIUREIRIZESIERER.

1L RHEERR
2 BINSmLZE% PBS, BESHEFIEEEME, RE PBS EF;
3. BIN 1 mL 755 0.25%EREEERSAR (& EDTA) , BERMEFIRES SFam;
4. BOEFAEEL, B FEIEER TR ERRE TR AR AL
EREE 5 DA mL SMEHEFRAILEL, YT bR R R S TS R S A

HRNSFER;
6. WEMIBEREL, 1000 rpm/min 3-5 58, BOTERE EEEF,
7. IANFEHEFE, WITJUNROMBRAN, RICHIEMEFIEFRMR, NEEFE, ITRESeE
FRESHEHITIER.
L RENEEEMATIATEREEERE, RANESFeERE, BUE;
2. REYHIETE 37°C KATHRERRAR (K& 12 9% . ATRSRIETEM, (RISFEMRET
KAREZ £, —BXEBOABIRER, ZANEHREBLHKE, 15%NZEHSIREIEE;
SHsE 3. BADYERIE 3-omL TEEFENEOED, BRES, B0 (125 ¢, 3~5 %) 1000-
1200rmp EFRIFFE, FIITERFIRERR, R0 3nL REBFERIMLFHHITITE, BEE
TLEFEEAREERESE 0.6-2.0X10°, EBREEFBS, FIEFEPHEES. #1255
FeBIN 5-TmL TREFE, JEEIAF 80%LA ERHER.,
1. HHREE 80%LA L, BB DERIX 95% LA LT, SRR EE BT E I STt
175
2. HRITERER 4°CRFR (555 CSP042) &R, EIN T25 HEF7F—8 (ImL/E) |,
EEESEFNARFFEET-30°CGREEKETIR, EFRAKBPRT, FERET-80°CE
D—REHIEERARET.
E: BARRAFFRBEBATFRIZBHEE, GRERFFRFHREREFRFEQ-8C, ME
40min; -20°C, F{& 30min-60min; -80°CHE—XKEERBERAFRPD I EAEFRERRES, B
ERERATRT.
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1. EI4HRE, 159H 40X, 100X, 200X % 2-3 5KERA;

2. A 15%EERERE, HORALUAEHE, whEAERNSETEAETHRERER 2-4h Fif
1TRE, BIFMEBBIEAME R AEE, WhEEME e R F MRS, I
8, EEENBBLREMEEE;

3. TAERMAME: MRMEEEL 0%NAIEREERLE (BRRNARATEN, BFAERMEER
PABHRELRERNAE) | NRARZEEEMAEZEELRE 80% , BNERNEHTLIEFERS
E7 | RERIEEEHTOE,;

4. BiFZHR: MRARZE, SHRG-mLATSEAE (—REERTTLURE 12) ;

B s Sl T N R R ARRIE T, TR
IR HRIRSIR S A,
E:
o RSN RIS MR RERYEEAEEAR: RS RER
B NS EITRRETMANRIS), ORISR S 4 CAERE, TIENRSER;
o EWEERERAT. EIRAEES, TAREEH 23 SORTE, LSS0, Bl
RESNELR, ERIEEIBEA 12 35
o IEAMEEARENS, SR, B, ERHEEARE,
I WEIRE, BETKE, REIIEETE;
2 B RASS: TESEETRT-50°C KE; HHIEE 7 RESRKRE: S
AEE I R R
T EHIRESE, SRR,
BOMAHTFRENRY, SHTEHEET, SXSEENEALNARNESSE, BFFTRGE
%, EREENTIESER
| BERERFTSEAREATEEOE, BOMSEEIE (1200mm, 3-Smin) ZRIRERE;
2. FIPBS EBHE, BAEMEIKERI— P EOEPR, BXRELD (1200rpm, 3-5min) AR PBS;
— AN ImL 227587 EDTA 9 0.25%BRESES4HME, B0, ENENEOERS, BRI
. B, OSSR, REEIEBIERAES AN (TM3, TM4, 203 KHUL) 12 5% ;
RHEER o momresRRE, WISSEENED; ST REEREE,
i i EOTE, FERRRRRYGTERS, SEEAS R, MENA -snl SME0EEERSL

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

5. IO smL EARNARENNTSIEAFERS, RILGIBEANTTESEFHME;

6. BNE TIRMEEERMIESISMNATHEE, &8 3-5 MREN/NAEERAREREL,
Z e SRR A KIS E R R B H R,
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