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BB Human lung microvascular endothelial cells-Immortalized
BTERBEASTIET SV40T B hTERT EF

KEMWT $ifd: Hygromycin 25ug/mL, Geneticin 150ug/mL
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ity HETREARE, PRANRES: ZMYI105
FEFINE: 95%TS+5%_EIHE, BE: 37°C
FREEEREE-EDTA JEILIR (0.25%) 37°CEMEAEM 1-2min

iGESE it ARERMEREARMAREE BN BREXS, SCFRREFRTM 30 MaEER RS, &S
FERIBICATE, LAKERD iR RSS9,

_ HEFHHEILR(PIFRIAIRS: CSP138)/EBECE 10%FBS HEEFE

£1LiRfE SRR TSRS, ATRTALNK.

HERE MEERARRE: BT 0.5-1x10°FKF—& (ImL/E&) ;

e HEAEFR (PFHETES: CSP042)

_ £2 CD31 BRICERE, HERNX 90%LAL;

R AEEHIV-1, HBV, HCV, XEfK, #HE. BENEEZ.
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o RE[PLBINE: ARGUILERRMIEKENZQY 105 H EiBhFHHAEMRIHEERARRM

® KER[EINILI]iEHRE: Human lung microvascular endothelial cells-Immortalized (ZQY105)were kindly
provided by Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.” 5§ “ZQXZbio"
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® X [hFIA] ARS, ERPERTRIESS, EENEERE, RIRTEENHREIFARL;

o HAEAER, RECIERIZEIFHLN,

T |- B R s s ke 2 R

| HEEIEFFIRERSE

ARESSHT SN RSN AR EENFNISARITEE, IINEMNNEY, SRS
HREAEAARGESE (SRE 2ug/cm?) , BRI (2-5ug /cm?) , SEMEE PLL (0.1
mg/mL) , BB (0.1%) , EUSHIBMIMASEE, BT/ LBTARERER.
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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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