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BB Human spleen vascular endothelial cells-Immortalized
BTERBEASTIET SV40T B hTERT EF

KEMWT $ifd: Hygromycin 25ug/mL, Geneticin 150ug/mL

IR PR 4HRERE

RIS MEEEAER

. HEREHEERMET, TLREER 10 UL, BEFRRERREIRIEEFFERNMERR, BHRE

fefiistt SUSHEIER TR A B ER T,
EitiEs:E, HIrsE

ity HETREARE, PAMRES: ZMYIR2
FEFINE: 95%TS+5%_EIHE, BE: 37°C
FREEERES-EDTA JEILIR (0.25%) 37°CIMEHIEL.

iGESE it ARERMEREARMAREEE BN BREXS, SCFRREFRTM 30 MaEERERE, &S
FERIBICATE, LAKERD iR RSS9,

_ HEFBHRILR(PIHAAERS: CSPI38)/EKBES 10%FBS HEEAE

£1LiRfE SRR TSRS, ATRTALNK.

HERE MEEELND: =Tt 0.5-1x10°KF—8 (ImL/E) ;

e HEAEFR (PFHETES: CSP042)

_ £2 CD31 BRICERE, HERNX 90%LAL;

R AEEHIV-1, HBV, HCV, XEfK, #HE. BENEEZ.

&AL 1t 2

SRR 2-3 R/
FkiE, Sx105cellsiRIFEE™*2;

PR EIRIEH, 5x10%cells/T25 1EF5HE*1
AR 37°C;

fEFRE

HFE: -196°C
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A IME PR R R — TSR EUROMRNE, BRI ER AT RIFEEE(EA. BIERAK
EARNEEMERE, T IRERER L, B8R ANRNTURERENEEIEE. BIFRIEHE
DA, BEXMABE=585, HPARIRENEERS, ERRMMEBAN. BREESMMARNZINHE
B4R, MMBNEEFKIEME, HER—ERTPKAINEMEIEFTAIMEN, XLRRMIRZ EFETESER,

FeVFIMABREER MO N M SE,
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AR B4R

ENREFR BSL-2
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REmEX S| ARFFIAF RN, T=3CERER.

®  RRMPENFNE: ABMERRMBKENZQY 112)H LiBPFHAEMRRBIRATIRM;

® ER[EFESHEINiBtRME: Human spleen vascular endothelial cells-Immortalized (ZQY 112)were kindly provided
by Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.” 8% “ZQXZbio"

RENFER

® X [FFHA] 2RSS, ERPEREIRESN, TEXEIRE, BIRTEERRIFEN;

® FABESER, IRECIHEREIFHELN,

* h o S A AR T R YR

| HBRIEFIRER &

[RBEIRR] KEMMA R MRRELREHEE

[P B AARRFF5EE Hayflick tRFR, BEIRHZEIETE PS RIGRMAREEH, FYEOM P1-3, Bil
REREE, XKEARBEMBEZTSA SV40 X T ilREE hTERT FEE, SEREILRIREASEI<HRE
M, (BRNMEFTERHRETE, TENHMT:

1. ARHARHNERS A, S5aRENEREFME (ERG, KLF2, FOXO01) #EMNT
i, SEERARSER, CD31. vWF, VE-cadherin, eNOS FHREHWIRIEREE.

2.SV40 X T fAIRES p53 #l pRb, FINAFIAESE, EHRZFRYS EndoMT ROHIE, SEMRBRER

FIERLTHERE, 4
. \, ®

tEFaA
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3. IETERAIE S U REIEEAPRIREHE. P13 HEBAERSLSE; Pi-5 REARERERA,

IREYTIR: Eps9, ME/MAHERIELLHR, K& EndoMT,

4. BBEUEFHREE (GPa ) TR FHAEMEIR (1-3 kPa) , BXMFEEEIARIE KLF2/FOXOL1,

EEMIET YAP/TAZ BI#GE Snail, CTGF, {Ei# EndoMT,

KR BB LA ERR 4 A I S IR AV SCIS (B . BINAFIRIBEISR R, EHIENIARIRE

) (CD31, vWF, VE-cadherin) RS, BRIREIERISIERER.

L IREFEFRR;

IO 5 mL 27 PBS, RRIEEFHRIE0NAIE, R PBS £

PON 1 mL 275 0.25%BREEMAR (& EDTA) , RERRMIEAREZ S HEHE;

MNEFEEL, BHE FERMEERTENEIEE 2 RS BRI LE;

IO 3 mL SMBEANEFELIEEN, WITARFEZ REHERARR SV TEMARRE 28

HRERIRIZER,

6. WEEMBBRIKREL, 1000 pm/min 3-5 28, BOTRE EEEF

7. DOAFREHEFE, WU NROMEEIT, RGOSR, INEEFE, RSk
RESREHITETR.

1. REREEREMATATEBIRES, RAERTF=2ERE, BUE;

2. REMHETE 37°C KAPHREER (K& 12 D) . ATRDSRINEEEN, RHEAEREE
KiBREZ . —BEASONTYRR, LAEREBLKE, 15%NZEESREIMEE;

=5 3. BABYEBES 3-omL TLEFENEOETR, BRES, B0 (125 ¢, 3~5 2% 1000-
1200rmp EFRIEFFE, MISUERFIEEN, FI0 3nl TREFERIMBFHTITE, PER
TEEFEEAREERES 0.6-2.0X105, HREEFRTS, FIEFHEPHREER. BN TS5
FEHEARIN 5-TmL FEtEFFE. HBEIAR] 80%LA EATEL.

1. AFE 80%LA L, SEAEESZRIL 95% A LRT, SRR S B TR SRR
1717,

2. MRETTERIEE 4°C HKFER (185: CSP042) R, BN T25 BRFAF—8 (ImL/E) |
BEEESEFNARFFEET-0°CGRERKETIR, ERRAEKPRE, FXET-30CE
D—REHEERAET,

T BERRRIFERERBAFRIGERRE, BRERFFRERERRAFQCC, KE

40min; -20°C, F{& 30min-60min; -80°CHE—RKERBERAFRP I EAEFRERERES, B

EBRERAPRE,

R BAR

ERER
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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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