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BB Porcine 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 TSR, PIAFAES: ZMY078
BEEINE . 95%S+5%_Sfhx, BE: 37°C
FREBES-EDTA BR&R (0.25%) 37°CIREFE 2min
LA it AERMEFEEARAEEEEHEREXS, SEFR2/ERaTM 30 FOEREERTERES, &4
ERTEETE, LAKERS e RS 0.,
—_ S BERIBR(PFTIRAES: CSP138)/EEES 10%FBS HEtEss
LILRME S BIERENTMERNEERS, RN,
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;
P=miiE ESEIEH. Sx10%cells/T25 EEEHEY 1
iEHHRE: 37°C;
fitFRE

HREE: -196°C
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HEERNFKR AR S B B kAR EEhFkR AR
(aortic endothelial cells) 4AA% 7 ERIPKAEE, FHREEES
BIMiREIIRORISINE. PERARREAELIR IRIERT,
DA RIN R E FH TR M ERgEF AR, 5
BKPY R AR tH AT AR RE P 5 FRORIASRA=HIFIRS T
BT RAER RIFNBRE 4L, RIMEFHIRR ERNIKA
FRARAERI BRUtHE EN AR B TS R TR BRTHLER,
BRI SRR R AR R R FHTAT /5%,

Yok %

HERE EFRKER

EYRLER BSL-2

(HEIBRE {REERIAER
| @RI

RIFHEX S| AhFHA=RAMIINT, T=3HIEH.

o  RERPXENFRE: HEENFKRRAIKENZQY078)H EiBPFMAEYRISERARIRM;

® KFR[FEIILIX|EFRE: Porcine aortic endothelial cells-Immortalized (ZQY078)were kindly provided by
Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.” 8§ “ZQXZbio"

FELEEAR

® X [hFIA] ARS, ERPELATRIESR, EENEERE, RIRIEE SRR

& ZAESEMR, KRECIHEEIFAMN.

* h o S R AR T R YR

| HERISFRRERS

[MEHRTR] KPR HRERERSIH A
RSP B 8iE 18 Hayflick tRER, BERKIERETE PS MIRRBREEH, BUEOM P13, Bilt
fzs aman REREE, KEMHEARBEZSA SV40 X T iR hTERT FEE, SEHEIRBRLASSI<HAIE
E, BRMEFTERHEREEE, TENHMT:
1. AERARHANERS AN, $HEtRENEREFME (ERG. KLF2, FOXOI) HEE& ‘/’)’
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B, SEUHIEAAESTEK, CD31, VWF, VE-cadherin, eNOS ZEiFEIFTRIARES,

2.SV40 X T filR4EE p53 #l pRb, ANMIUFEHDIE, EHRIAYS EndoMT RYHDEI, SEUAMMEREHE
JIRRAF YR,

3. IETERAIE D W RIETEENAPIREHE. P13 HHMBNERSLSH; P45 BEARERERA,
ISR, E P89, BA/RAEHRIELSRE, RE EndoMT,

4. BRUESHRIEE (GPa ) mETFHRERIE (1-3 kPa) , BEMFEEIINRME KLF2/FOXO01,
ERMIET YAP/TAZ @BEREE Snail, CTGF, {Eit EndoMT,

IR BB LT RR > I E SE IR AR @R, BINAFIREEIERR, SSRGS
¥ (CD31, vWF, VE-cadherin) RS, BRREIRIESIERMER.

1L IRHEERR
2 BINSmLZE% PBS, BESHEFEEEME, RE PBS EF;
3. BON 1 mL 755 0.25%EREEERSAR (& EDTA) |, BERHEFIRES SFam;
4. BOEFREEL, B FEIEER T ERRE TR AR AL
EREE 5 DA mL RMEIEFRAILEL, YT e R R R S T R S A

HEEFER;

6. WEMIEEREL, 1000 rpm/min 3-5 98, BOTRE EBEESR,

7. DONFREEEFRE, WU TNESMEET, RILOIEMEIIEh, NEIERE, TR ESE
FRESHEHTIER.

1. R TIKFEREIAERE, EaEEFeEnsE, BUE,;

2. REYHIETE 37°C KATHRERAR (K& 12 9% . ATRSRIETEM, (RISFEMRET
KAREZ L. —EXEBOASYRE, ZEMEREBHKE, 5% HSREINE;

SHsE 3. BRASYERIE 3-omL TREFENEOEF, BRERS, 830 (125 g, 3~5 D) 1000-
1200rmp EPRIFFE, MIGTUERATFIEEN, F0 3mL TeIEFERIMEAHTIHY, BER
TLEFEEAREERESE 0.6-2.0X10°, BEBREEFAS, FIEFEPHEES. #1255
FeBAIN 5-TmL TREFE, JEEIAF 80%LA ERHER.,

1. HIEERE 80%LA L, BB DERIX 95% LA LT, SRR E BT E I SRRt
1T5F,

2. MHRETLERIER 4°C HAFR (185 CSP042) R, N T25 AT —E (ImL/E) |
EEESEFNARFFEET-30°CGEEREKETIR, EFRAKBPRT, FERET-80°CE
P—REHIEERAEF.

i*: BARRAFFRBEBATFRIZBHEE, GRERFFRBHREREFRFQ-8C, HE

40min; -20°C, FE& 30min-60min; -80°CHE—REHRBERAFPHEREFFERFES, &

ERERATRT.
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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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