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BB Human glomerular endothelial cells - immortalized
KB BTSRRI TER SV40T BE, puro HlE
Vit b P RZ4HRERE
SRS JUSEEE S
. EREHEESET, TLAREER 10 RULE, BEARNERREIRIEEZAERNMSERER, BAEE
fefiistt SRR E LR A B AR,
HitlEsE, s
jEr sy HEETEEARE, hFARS: ZMY124
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
R 1LE 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;
fitFRE

HREE: -196°C
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BMNERRARSBEEAR, SHENFNEERE, B
EARTRERERNRIR, BLABIRARRETIRELEY. 54,
REIRSEERIIIREREBK DR EMERYR, BINMKRRARE
—RIMMESLEAE. MRAER. ZH, BEWEE
K, HREFE, @EZAEREIPER. S/I\MKRREREEE
TE/MNKEAMEREREN, SMmRERER 25/)\BKIEZRN
FEFE, THEAENEEE, EEERE, FEng N
Mi2EIER; FRLA, (RIMEFRRYS/INRPA AR S F AR
FIEFTR P EEEEIARNE.
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eS| AhFHA=RAMINNT, TZIHZH.

®  RRPENBFNE: ABNKRRARKENZQY 124 H EiBRFHAENRHSBIRATRM,

& AR[EISIMiBHNE: Human glomerular endothelial cells - immortalized (ZQY 124)were kindly provided by
Shanghai Zhong Qiao Xin Zhou Biotechnology Co.,Ltd.” 8% “ZQXZbio"
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® X [hFHAA] ARS, ERPERATRIESS, SR, RIRTEENEEREIFARL;

o ZAEAER, KECIHRZEIFHAMN,

R AR R T R L A

| HERISFRRER

ZMREIATEER (CSP044) BEIEFAeS RIS AMIRNGERIE,
[RB3RR] KEAPRRMRRERSRE
fgzsssman [RACPIBRARRRF=HSEE Hayfick tRFR, BEiRII4EIETE PS BIRRBMGREEH, BYEOM P1-3, Bil
REREE. KEANBEMABETSA SV40 X T RREL hTERT SEE, SEHIRIELASINCHRS
M, ERNERTHRNEREE, TBNHNT: 4
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1. RN ERS RERE, $HFMRENEREFME (ERG, KLF2, FOXO1) #EHMT

A, SEEEIRANSTER, CD31. vWF, VE-cadherin, eNOS SHEEHIFRILRSEE.

2.SV40 K T fAlREES p53 #l pRb, F(NAREAEBIE, EAZERYS EndoMT RYHDEI, SEMMESREH

PIRRETHERE,

3. IERAIE D U FREIEEAPIREHE. P13 HEBAERSLSE,; Pi-5 REARERERA,

IREYTIR: E P89, ME/MAHERIELLHR, K& EndoMT,

4. BBEUEFHREE (GPa ) TR FHAREMEIR (1-3 kPa) , BEMFESEARIE KLF2/FOXOL1,

EEEIET YAP/TAZ BISEGE Snail, CTGF, {Ei# EndoMT,

KA BB LA AR 4 S I S IR AV SCIS (R, BINAFIRIBEIRR R, EHIENIARIRE

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

L IREFEFRR;

IO 5 mL 24 PBS, RRKREEFFRIE0NAIE, RE PBS £

PO 1 mL 275 0.25%BREEEAR (& EDTA) , RERRMIEAREZ S HEHE;

MNIEFAEHL, BHREE TERMERPEN4REE B EAEERT T2 1E;

IO 3 mL SIEREFELRIEENK, WITHBHEZFEFERAERSVITHEMAEREZRE

HRERIRIER,

6. WEEMBBRIKREL, 1000 pm/min 3-5 38, BOTRE EEEF

7. DOAFEHEFE, WU NROMEENT, RGOSR, INEEFE, FREkE
RESHREHITHETR.

1. ARG T ATEBIRERE, IRAESTF=2ERE, BUE,

2. REMHETE 37°C KAPHREER (K& 12 D) . ATRDSRINAEEEN, RHEAERSTE
KBREZ L. —BEASONTWRR, LAEHREBLKE, 15%NZEEEREIMEE;

=5 3. BRBYEBES 3-oml TLEFENEOETR, BRES, B0 (125, 3~5 2% 1000-
1200rmp EFRIEFFE, MISUERFIEEN, FI03nlL TeEFERIMBFHTITE, PER
FEEFESHRTERES 0.6-2.0X10°, HBEEFATR, FEFEPHEER. BN 12515
FEHEIARIN 5-TmL FEtEFFE., HBEIAE] 80%LA ERTEL.

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

2. MERIEREE 4°C FFER (585 CSPo42) ER, N 125 BAF—E (ImL/E) |
BEEESEFNARFFEET-0°CGRERKETIR, ERREKPRE, FXET-30CE
D—REHEERAET,

T BERRRAFERERBAFRIGERRE, BRERFAFRERERRFFQRSC, KE

40min; -20°C, F{& 30min-60min; -80°CHE—KERBERAFRP N EAEFREREEE, B

EBRERAPRE,
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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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