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ABTEhRKA B KA

®E: ZQY080

| F=miRbE
MMIREER N EhBKA R 4RREX 4
BB Human Umbilical Artery Endothelial Cells-Immortalized
BT EREERI ST SV40T K& hTERT EHE
KEMWT $ifd: Hygromycin 25ug/mL, Geneticin 150ug/mL
S LR
RIS MEEEAER
. EREHEESRMET, TLAREER 10 UL, BEANERRSIREEFERNMSERER, BEHRE
feftsstt SUSHEIER TR A B ER T,
ERtEFRE, HnE
ity HETREARE, PAMAKRS: ZMY080
FEFINE: 95%TS+5% SR, IBE: 37°C
FREEERES-EDTA JEILIR (0.25%) 37°CIMEHIEL.
iGESE i AERMERBEARMAEEEBEREXE, SCRREEFRITM 30 aEREERR, ZF5
FERIBICATE, LAKERD iR RSS9,
_ HEFHHEILR(PIFRIAIRS: CSP138)/EBECE 10%FBS HEEFE
R 1LIE SRR TSRS, ATRTALNK.
HERE MEEELND: =Tt 0.5-1x10°KF—8 (ImL/E) ;
e HEAEFR (PFHETES: CSP042)
_ £2 CD31 BRICERE, HERNX 90%LAL;
R A& HIV-1, HBV, HCV, XEfk, HE. BENEEZ,
EELHI 1t 2
SRR 2-3 R/
FkiE, Sx105cellsiRIFEE™*2;
PR EIRIEH, 5x10%cells/T25 1EF5HE*1
AR 37°C;
ftERE

HFE: -196°C
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&1, ERFLSMIIRIEABEITES, Mis/LOIEAY, s/ UARABERMACETEN —SRisEERE, %

CESSSRIS

YoFh A
HEARE Bt
EMRLER BSL-2

FH AR {RAgtRL IR
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RIFHeX S| AhFHA=RAMINNT, =R .

o  RRPENBFNE: ABEhEKPIRAIEKEN(ZQY080)H LiBHRFHMAENRHSBIRATRM

® AF[HENILX]EHRE: Human Umbilical Artery Endothelial Cells-Immortalized (ZQY080)were kindly
provided by Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.”  “ZQXZbio"

KEEERT

® X [hFHA] ARS, ERBERTRIESS, SR, RIRTEENEEREIFARL;

o ZAEAER, KECIHRZEIFAMT,

R AR R T R LA

| HEEISFHRERS A

[RPERT] K EAR RZMIREEiZi5E

[RICPIBRREF &8 18 Hayfick RBR, ERKIYEIETE PS BIRRAREER, BREOMR P1-3, Bilt
REREE. KEARNBEAREBEZSA SV40 X T i/RK hTERT SEE, SERHILRIELATINSHRE
JE, BRMERTEGHRETE, TESNHMT:

1. PARZMRRHNERAS ZRAMN, #iSSREMNEREFME (ERG, KLF2, FOXO1) #BEMT
A, SEHIEAASTEK, CD31, VWF, VE-cadherin, eNOS SFiFEITRIAFES,

2.SV40 X T filR4EE p53 #l pRb, NMIUFENBIE, EHRFAYS EndoMT RYHDEI, SEAMMMEREHE
JIRRT SR,

3. TEIRAIZE S RIETEEARIREHE. P13 HHMBERRISLSE; P45 BEARETRIERA,
IREYTIB: E P89, BR/MASHRIELLSR, RE EndoMT,

A
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4. BEUESFHRIEE (GPa R) mETFHAEEIE (1-3 kPa) , BEMFEENNEIE KLF2/FOXO01,
EREET YAP/TAZ BEGHGE Snail, CTGF, {Ri# EndoMT,

KA R MRR LR AR 3 E IR L SE AN SE IS (EF 1, B APIRIESEINE R, EHIENARIGE
¥ (CD31, vWF, VE-cadherin) BfsS, BRIREIRISIER(ER.

1. REREFR,
2. fOA5mL AR PBS, BREENEFAMIEEMAMRE, it PBS 57,
3. JON 1 mL EA 025%REAMAR (2 EDTA) , RERMNEFRMEZ BB,
4. MNEFEHL, BREETERIARRGENAREETEEEMRT A ZLE;
EREE 5. OO 3 mL SIMEANEFELIEHENK, WHITMABGEZREFERAEREWITHEMERE2 8

MIBRIRIFR,

6. WIEMEBEREL), 1000 rppm/min 3-5 9%, BORIRE EEES,;

7. IAFREHEFE, WITJUNRSOMEANR, RICHREMEIFIETMR, NEEFE, ITRESRE
FRESEHITIETR,

1. REENEMEEMATAPEREIEERE, RAESFExE, BLE;

2. FREMETE 37°C KAPREER (KN 12 D) . ATREDSENEREN, REFERSE
KAREZ L. —BEXEBOASYRE, ZEMEREBLKE, T5%NIEESHREINE;

SHsE 3. BRASYERIE 3-oml TLEFENEOEF, BRERS, 830 (125 g, 3~5 %) 1000-
1200rmp ERIEFE, MITTERFEIL, R0 3nL B2EFEROMIEFHITITE, BEE
TEEFEGHRTERERES 0.6-2.0X10°, BREEFMAT, TEAETHERER. BN 125 5%
Feiaan i 5-7mL TRIEFE, JEEIAF 80%LA ERHER.,

1. {HREEEE 80%LA L, SEHAIEDERIX 95% LA LAY, E4MiRiEIA bR T K SRR
1TEE,

2. TUERIEE 4°C KR (575 CSP042) R, BN T25 FE—8 (ImL/E) |
BEEESEIFNARFFEE T 0 CREBEKETER, EFRAKIRE, FEET30°CE
P—REAIEERAET.

T EARRIAERISRBAERIADERE, SERERFFREBERRAFC-8C, K8

40min; -20°C, FE 30min-60min; -80°CHEB—REEBERARD NEREFEELFRE, B

EBERAPRE,
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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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