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v 4 Human hepatic sinus endothelial cells-Immortalized
FkERH BTIEESERNARIET SV40 ER, puro it
HraRS LR
RIS MEEEAES
. EREHEESET, TLAREER 10 RULE, BEARNERREIRIEEZAERNMSERER, BAEE
ettt SRR E LR A B AR,
HitlEsE, s
it Yo E HEeEaR, PARANS: ZMYI103
BEEINE . 95%S+5%_Sfhx, BE: 37°C
[REBES-EDTA i8R (0.25%) 37°CIREFHE Imin
EkadE it AERMEFEEARAEEEEHEREXS, SEFR2/ERaTM 30 FOEREERTERES, &4
ERTEETE, LAKERS e RS 0.,
- S BERIBR(PFTIRAES: CSP138)/EEES 10%FBS HEtEss
R 1LE S EBERE N TMEEMEES, ATRTRLSK.
HEBE MEEEARE: B=F 0.5-1x1095FF—8 (ImL/E) ;
R EERFER (PFFHAES: CSP042)
_ LMEBEMARRT (VWF) BERNEE, HEANX 90%LLE;
Rt FEGHIV-1, HBV. HCV. SUR/K. . BEOMEES,
&1XELHI 103
R 23 ]/
FikiEt, s5x105cells/iRIFE*2;
FEmmiE BEENEH, Sx105cells/T25 BEEHR*1
iEHHRE: 37°C;
fitFRE

HREE: -196°C
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AFFERRERSBEFER, FERRARETIEIFSCRAIETE
BE&SHHENE, LGFTIFEERMIBRERY 70%, fEREL. ThRE L SEB
FHMERRARERAER. FERRERZ ARZ HAEEER, A
RRTEREMRRY, AEERREBEETRS, BANTRETYIRE.
FRETHHBRIERES, FFEERFE LSECs TERBAAINELD
MRRER D RID B, A DFAFIUESE T AFA4ERT LSECs ROBRERIEES
K. REAEMIERES SX—IRENERMEMNS . B EFERRANE
REREMERIEN, M <10nm E 1 ~2pum 75F, EBFETHTEL
ENFEIIRE R N REIRAEH, BIFSERREERHIAT
EEELSEMMNEEPE—RZEBENEMMNE, REAMMARE
Hb, MRS IIBEMEFLBEN Disse [EJBH, BHTHIRITIE,

i A
HRKIE FF4a4R
EYRLFR BSL-2
(SRR (R{ER B
| ik

REMEX S| ARFFIAFRIFMINAT, T=3CERER.

®  RRMPENFNE: AFFERRAIKENZQY 103)H EiBhFHAEMEHREIRARRL

® RER[TEIEN]IBtmE: Human hepatic sinus endothelial cells-Immortalized (ZQY103)were kindly provided by
Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.” & “ZQXZbio”

REGFER

® X [FFHA] 2RSS, ERPEREIRES, TEXEIZE, BIRTEERIFHEIN;

® FABESER, IRECIHEREIFHELN,

o BRI T A LM

| HEEISFHRMERS A

HRESHIHNNHBCREEENSRTENHIOISFRIATOM, USRMEEE, SM%
fE s aman HREAEEAFEER (ERE 2pg/cm?) , BRERRI (2-5ug /cm?) , SEHEE PLL (0.1
mg/mlL) , BBER (0.1%) , EFRIBMEETIKER, SiF/+2FHRLTTEME. " )‘
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[RPERT] K EAPARZMIREEZ iR

RSP BZABEM™8E 18 Hayfick 1RFR, EiRKI4ERETE PS BIGRREA=EER, BREOMR P1-3, Bilt

RERRE, KECARMPEITSA SV40 X T HilR hTERT FEE, SERURPRIASEIN<HAIS

JE, (BRMEARTEGEINERRZE, TENHNT:

1. PIRZHRRHN B S AN, HiSSCREMNEREFME (ERG, KLF2, FOXO1) #EAT

H, SEHIRANSEL, CD31. vWF., VE-cadherin, eNOS ZEiFEMF A RS,

2.SV40 X T ilR45S p53 #l pRb, FUEFLABE, EREIRY EndoMT BRI, SEMRBIREHE

poloxati:i: R

3. IERIESCRIEEEAPIRGHE. P1-3 HHEEAERRSLSH,; P45 BERERIERA,

IREYTiR: P89, RF/MAEERIEILAIS, K% EndoMT,

4. BRHESFHREE (GPa R) mRETFIHFARERIRE (1-3 kPa) , BEMFEENIEE KLF2/FOXO1,

ERMIBEIE YAP/TAZ @& Snail, CTGF, {Ei# EndoMT,

KR AR LR IR E SE SR AV EFIE. BNAFIRIEERER, EBENARITE

) (CD31, vWF, VE-cadherin) R, SUREIBRISIER{ER.

1. REREFRR,

IO 5 mL 245 PBS, BERAIEFFRIEEMIE, Rt PBS E57;

BON 1 mL 27 0.25%BREEEAR (S EDTA) , RERIIEFMREZSIEFEMIE;

BNEFERN, AR TERMRRFEMIEE R EA AR R &L

OO 3 mL SMBREAELIEHNY, WITHREZRERHERREREVIFMHRREER]M

HENEFR,

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

7. DONFREEEFRE, UHTJUTNESMIEET, RtLAEREIRTEssh, NEEARE, ITIRESE
FESHRERITIESS.

1. RENHMEMATIKTERRIARRS, RAESF2ERE, BUOE,;

2. REHIETE 37°C KAPREBRER (KA 12 D) . ATRISRNETREN, (REFAEREE
KAREZ L, —EXEBOASYRER, MEMEREBHKE, T5%NIE RS HREINE;

b =F i 3. BARASWERIE 3-omL TREFENEOEF, BREERS, 80 (125 g, 3~5 2) 1000-
1200rmp EPRIFFE, MWIGTUERATFIEEN, F0 3ml TIEFERIMEAHTIHY, FER
REEFEGHREERES 0.6-2.0X10°, HFBREEFAETS, TIEFETHREEFR. BN TS5
FAAIN 5-TmL ERIEFE, JEEIAF 80%LA ERHER,

1. YRR 80%LA b, EHEDERIX 95%LA LAY, SRR SR TIE I SR e
1TIRTE,

2. MENEREE 4°C FFER (585 CSPo42) ER, N T25 BRAF—E (ImL/E) ,
BEEESRIFNARAFEET-0°CRREKETER, EFRAKPRE, FEET-80°CE
P—REHIEERAEF.

T EARRAAFRSRBAFEREBBEE, ERERFAFRBHBERRATC-8C, K&

40min; -20°C, FE 30min-60min; -80°CHE—REHRBERAFPHEAEFIFERIFES, B

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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