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KB BTSRRI TER SV40T BE, puro HlE
HraRS LRI
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. EREHEESET, TLAREER 10 RULE, BEARNERREIRIEEZAERNMSERER, BAEE
fefiistt SRR E LR A B AR,
HitlEsE, s
tEny e TSR E, PAFAES: ZMYll6
BEFEINME: 95%ZS+5% &R, BE: 37°C
FREERE-EDTA jBA& (0.25%) 37°CINEFEL.
EkadE it AERMEFEEARAEEEEHEREXS, SEFR2/ERaTM 30 FOEREERTERES, &4
ERTEETE, LAKERS e RS 0.,
—_ S BERIBR(PFTIRAES: CSP138)/EEES 10%FBS HEtEss
LILRME S BIERENTMERNEERS, RN,
ERE THEERAE: B2 0.5-1x1005F—8 (ImL/&) ;
eIt TR (FIFARS: CSP042)
_ £2 CD31 BECERE, HEANX 90%LAL;
i AEEHIV-1. HBV, HCV, MRtk, 4iH. BETEES,
&1XELHI 102
e 2-3 R/
FikiEt, s5x105cells/iRIFE*2;
P=miiE ESEIEH. Sx10%cells/T25 EEEHEY 1
iEHHRE: 37°C;
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HREE: -196°C
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EELHEESHEN. JHEHZR, MIEEEEAS
SEFKM, ERFAFRERGEERENFTES
BEEN. EELTRRSERLRFEBINSESRET,
X R E P B2 AR AT REA CIB LA foe 38 A AEATL IR RE
TERAHIFR. RAHEIIKA R IMEFRIRED
TR BRSNS HRF AN E R 2 4RRRAYTHRE.

Yot A

(HLASKIR fbEZR

SYRSER BSL-2

{HRIBRE R ERA
| 3CERIERN

REmEX 5| ARFFIAFRIFMINAT, T=3CHREER.

®  RR[PENNiFINE: KEMNNEK AR EM(ZQY 116)H EiBhFFHiAEMRHREIRARR AL

0 RER[TEIEN]IBHmE: Rat pulmonary arteriole endothelial cells-Immortalized (ZQY116)were kindly provided
by Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.” 8% “ZQXZbio"

REFER

® XE [hFA] ARS, EXRBERERESE, SEBER, BIRIEEERRFAMN;

® FABESER, RECIHEREIFHELN,

AR F S LM

| HEEISFHRERS A

[RPERT] K EAR R REEiZiR R

[P BZMETHETE Hayfick PR, BIRKI4E5ETE PS BIRRAREER, AUEOIR P1-3, Bilk
RESRE, KECABRMEEITSA SV40 X T H/ES hTERT FEE, SEHURPRIASCIRIHAIE

JE, BRMERTEGHREEE, TESNHMT:

1. PIRZMRRHNERASD ZAMN, #iSSREMNEREFME (ERG, KLF2, FOXO1) #EMT

A, SHEBIEARASTEK, CD31, vWF, VE-cadherin, eNOS EHREAIRIXRES. .‘; ).

R
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2.SV40 X T fAlREES p53 #l pRb, F{NARZRILIE, EAZERYS EndoMT RUMDEI, SEMMRSREEH
FIREETLUERE.

3. IGTERIIE D U RIEEER PRGNS, P13 HBRBAERRSLSE, P45 EEARERERA,

ITEYTIE: E P89, HME/RAHERIELLHE, K& EndoMT,

4. BEHEFIRIERE (GPa ) imEFIMEMIE (1-3kPa) , BEMREIINRGE KLF2/FOXO1,
EREET YAP/TAZ BEGHGE Snail, CTGF, {Bi#f EndoMT,

KA PI B ARRRLAE AR S A IR B S IR AN RIS (R, BN APIRIBEIRER, EHISUARITE
¥ (CD31, vWF, VE-cadherin) RS, BRRERESIERMER.

1. REREFR;
2. fOA5mL AR PBS, BREEMNEFAMIEEMARE, Wit PBS 57,
3. JON 1 mL EA 025%REAMAR (2 EDTA) , RERMNEFRME BB,
4. MNEFEHL, BREETERIARRGENAREESEEERRTAZLE;
EREE 5. OO 3 mL SIMEANEFELIEHENK, WHTMABGEZREFERAEREWITHEMERE2 R

SRR,

6. WEHABSRELD, 1000 pm/min 3-5 58, BOSRE LEEF

7. DOAFREHEFE, WU NROMEAIT, RIGIEFEIRIETE, INEEFE, FhEmkE
BESREHTETR.

1. REEENEEMATATEBEIMER, RAESTF=2ERE, BUE,

2. FEHIETE 37°C KATPRERR (K 12 £8) . ATRDSRIATEEE, (RISAEREE
KAREZ L. —BREBOATRE, ENESHREBHKE, 15%NZEBHSREIMEE;

SHEE 3. BADYERREE 3-omL TREFENEOES, BRES, B0 (125, 3~5 9%) 1000-
1200rmp EFREFRE, MITUERFIERN, F0 3mL TRtEFEROMBHHTIHE, BEE
TEREAEBAREEREE 0.6-2.0X10°, EBREEFARTD, TIEFETHESER. B 12515
FHEARIN 5-TmL FERIEFE, HEEILE] 80%LA LAHER.,

1. AREE 80%A L, BEEESERIA 95%A LT, BMEIZRLIL S B TR EmRETE
15T,

2. ARETTERIER 4°C TR (595 CSP042) ER, BEBINE T25 EFE—8 (ImL/E) |
BEEESEFNARFFEE T 30°CERIERKETIR, EERAKPRE, FEET30CE
D—REHIEERAET.

T BEARERAFRERBERBAFRIGARRE, ARERFAFRERERRFFQSC, ME

40min; -20°C, FZE 30min-60min; -80°CHE—REHRBERAFPHEREFEEREFES, 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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