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TAGLN2 shRNAERSHMEANHEREREERLARRNET

RERDE ZERE BAE, B, Fpry it & RV
(1. "RERIRYE TABEEBMCORBERE S TLERE, 4K BT 524002;2. |7 KERFK¥AHE
EGEMARHE AR, &R T 524002)

[ Z] B8 @ et/ B GO PR 400 & bEnd. 34 & A 45 A E A 2 (TAGLN2)
FER e AR, IR E HUTBRE N . rEs: K TAGLNZ 3 45 15 X 1% i1 45 & 9¢ RNA
(shRNA) T8, K HY W7 WiESE S 4 EcoR 1 flAge | BUEY) 28 146 19 GVA93 18 %% 7 244k
¥ GV493-TAGLN2-shRNA T 41 18 55 TE 314, PCR ¥: 01 & BH M so B JF 00 e 4 2 . ¥ G V493 X R 18
I3 1 B AR R GVA493-TAGLN2-shRNA T 41 1% 9 5 2R 14 4 0 5% Y 2 HEK293T 4l fifd, W4 2lifk I i 5 )
SERG TR . DU E R (MOD) 100, 451U bEnd. 340M, JEY 48 h % 10 mg- L 'IEWS %
F W E R I R 14 do SRAME S SO0 BB AR 2 A P &g OB 1 (GFP) RATENL,
SHFF O i PCR (RT-qPCR) 3L 2 20 41 ffd o' TAGLN2 mRNA K3k 7KF, Western blotting 1 K
W22 TAGLN2 B FRIEAK T, R KR MBEWE, IR HEK293T 41 4 52U
GFP % Yefs 5, WS Ik R WA M. GV493 Xt B8 18 % & /Y 7 & R 510" TU-L Y,
TAGLN2 T #1875 8 £ 4 610" TU-L ', %Y« J5, 241 bEnd. 3 40 i 45 2 3 & GFP 2% 6 f5
S, BEMRAWAERY ., RT-qPCREZ, 5 GV493 ¥ B4 4, GV493-TAGLN2-shRNA 41 41 il
' TAGLN2 mRNA % 35 K 3F B i F& K (P<C0.01) . Western blotting %, 5 GV493 X M 41 H #¢ ,
GV493-TAGLN2-shRNA 21 4 ffg o TAGLN2 2 [ 3R kK F W W BEAR (P<<0.01). S5 Wity e
[l bEnd. 340 Ml TAGLN2 K&K 1) 12 55 75 4804, HovT @ Uik TAGLN2 Rk .
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ABSTRACT Obijective: To construct a lentiviral vector targeting the transgelin-2 (TAGLNZ2) gene in the
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line bEnd. 3 cells,
Methods : Short hairpin RNA (shRNA) interference target sites were designed based on the coding region

mouse brain microvascular endothelial cell and to identify its silencing effect.
of the TAGLNZ2 gene. The amplified products were ligated into the GV493 lentiviral vector linearized by
double digestion with EcoR | and Age 1 to construct the GV493-TAGLN2-shRNA recombinant lentiviral
vector. The positive clones were screened by PCR and identified by sequencing. The GV493 control
lentiviral vector and the GV493-TAGLN2-shRNA recombinant lentiviral vector were respectively
transfected into the HEK293T cells, and the supernatants were collected and purified, and the viral titers
were determined. The bEnd. 3 cells were infected with a multiplicity of infection (MOT) of 100. After 48 h
of infection, the complete medium containing 10 mg-L ! puromycin was replaced for screening and culture
for 14 d. An inverted fluorescence microscope was used to observe the expression of green fluorescence
protein (GFP) in the cells in two groups; real-time fluorescence quantitative PCR (RT-qPCR) method
was used to detect the expression levels of TAGLNZ mRNA in cells in two groups; Western blotting
method was used to detect the expression levels of TAGLNZ protein in the cells in two groups.
Results: The fluorescence microscope observation results showed that there was a strong GFP fluorescence
signal in the transfected HEK293T cells,
constructed. The titer of the GV493 control lentivirus was 5X 10" TU-L~

interference lentivirus was 6X 10" TU-L !

indicating that the lentiviral packaging system was successfully
', and the titer of the TAGLN2
After transfection, the bEnd. 3 cells in two groups showed
obvious GFP fluorescence signals, indicating that the stable transfected cell lines were successfully
constructed. The RT-qPCR results showed that compared with GV493 control group, the expression level
of TAGLN2 mRNA in the cells in GV493-TAGLN2-shRNA group was significantly decreased (P<<
0.01).
level of TAGLNZ protein in the cells in GV493-TAGILN2-shRNA group was significantly decreased (P<C
0.01).

constructed, which can efficiently silence TAGLNZ expression.

The Western blotting results showed that compared with GV493 control group, the expression

Conclusion: A lentiviral vector targeting the TAGLNZ gene in bEnd. 3 cells is successfully

KEYWORDS Transgelin-2; Stably transfected cell line; Lentivirus; bEnd.3 cell; Short hairpin RNA
WLsh & [ 454 8 A (transgelin, TAGLN) 2, LTI f SR RS B A A L AT WOR: FE
FRF- 3 WL 1 (smooth muscle protein, SM) 22-a, JoE BRSO D, M AN AE S O T BB 2
— Bl AR X 43 i 24 R 22 000 955 8 28 11 5805 (extracellular signal-regulated kinase 2, ERK2) 5

A ZFE AR TAGLNL(EI SM22) . TAGLN2™
M TAGLN3 ", TAGLN2E M &N T 400 i, H
N i 15 8] 5 1 RE S5 R 30 5 L3N 2 1 22 F-actin £ 5
PEZEA, IS 5 045 40 M 2 A0 SF- 18 Ll s .
W 7E 7 T LA B s R Gk Ah . TAGLNZ 7
Z R AR B LAl il ik . TAGLN1 A TAGLN3
1) & 15 ) 5 B2 sy B 57 0 LS pl e oarp L F
g8 %%ED%: TAGLNZ A] 5 W 78 09 98 0 A2 W) b ik
Yy, Hoad ok ] WL gl 2 e 2R DA 00 i eE A A Y
EERE ST TAGLN2 T ¥ A] 2ok B0 1 Pk A f %
Al F kB (nuclear factor-kappa B, NF-kB) {5 5 1%
SRR IRENEER . R BN
TAGLN2 BN Z 50 oy gk #, v 5 328 5 m A
T G2 (Netrin G2, NTNG2) Fjg s ZREKE T
2mRNA &5 & % H 2 (insulin-like growth factor 2
mRNA binding protein 2, IGF2BP2) 3t P 4t [q] #

TAGLN2 M B AEH, B J5 9% 2 b TAGLN2 (1) 23
1450 22 S TR Ak K, %4 A% A b 98 240 Bt 3% B R b g
RAFPREZEM O " BoR s AR A4
1 TAGLN2 mRNA FIEE 1R IEACE 730 il 14, 345
B 7.04%, 7E BRI h L kK- B i A
H Hr TAGLN2 e /i W 3 ik 5 F¢ i fk
(intracranial atherosclerosis, ICAS) 4 4E FH #L I
N B . A BF 5T R TAGLNZ (58 & J¢ RNA
(short hairpin RNA, shRNA) & aEakifk, JFEr
bEnd. 3-TAGLN2-shRNA FE S e i fii 52, LAIWIH
PRIT TAGLN2AE ICAS i 1E ML LA oy LA

1 MR5FE

1.1 @ FE. 22 XARE /DB E
WA & bEnd. 340 . A EF HEK293T 41 Jig
R AZ 25 K AT 7 DHS5« 40 i 35 W B 328703 % 28 4



538 TR 224 (BE 2 i)

¥(52% H2# 202643 A

AR A BRA A o A BORL b R LR R AE R
Heoe iy A BR A w P2t o G4 3 (fetal bovine
serum, FBS) . /R W B2k R P A% R 15 97 A&
(Dulbecco’s modified eagle medium, DMEM)
0. 25% B2 F BT 1L W 24 8 XD o 3% 4R A B
AN, REPEZRR N VIR EcoR 1T flAge 1
I H 9% # Thermo Fisher Scientific A A, Taq®&
it W) b U R A ) B 2 RO BR A D, 0 A SR T
RW W HHME LR mAEY TREARLA,
TAGLN2 L4 | B-actin & A1 Ll 2 Hi fe 1gG 1A H
RN ZEEYHRARGRA T, FUs /N5 & Y]
JBE Il i 5] & 3 B b st R AR AR A FHCA BRA A
PCR ™ 3 57 & A — 20 s B X 7] & 00 FI Rt o
MERE A BB Ry A BR R, BERS R R L UM
B P& UL TE 43 M1 2% vp i (radioimmunoprecipitation
assay buffer, RIPA) # H 2 f#W . 1o fb 2% &kt
#% (enhanced chemiluminescence, ECL) &5 & Al
R R S 0 BB s R A R R A BR
N Al , Lipofectamine 2000 i H 32 E Invitrogen 24
A, O R & R TRIzol i F ¥ A H A&
TaKaRa Bio 28w o 7] 94 23 & 5% W 4% W F 78 [ 320
ATE A 25 W), AR OG A O AR DO
¥ [ H A Olympus 24 A, 5E B 2¢ % & & PCR
(real-time fluorescence quantitative PCR, RT-qPCR)
1 A %+ Roche 28w, HL UK AU F 2€ [ Bio-Rad
OS], R VR O HLRTEE IR AR A A B S [
Thermo Fisher Scientific 23 ] o

1.2 #mpe3&sk  bEnd. 3 4 B 40 i #1 HEK293T 4f
J ¥R H DMEM B 37 2 (5% 100FBS & 16 H %
RABERER) AT HMETR . A0 B IR IS RE T
37 CHE IR . 5% COMLFI N BE 1) 40 i 15 55248
A8 hilF 47 1 IR M AR AE . M A K E a4 5
8520~95% B K SR B A hpk e L FE i B A
W, ok M 0.2506 R & 1 BE-24 — kM & M
(ethylenediaminetetraacetic acid, EDTA) ¥ WRETT
THAL AL PR 2 2 min, I8 o 5 0B UL 22 40 e 28
TRIE 52 1k .

1.3 3l s i EdSEHEZEYHE ARG
E H0 (National Center for Biotechnology Information,
NCBID) #4# & # i) TAGLN2 (Gene ID: 12273)
By HEAE R . FE T EbRE ATt 0, R
X TAGLNZ 5 B4R 5 1 ShRNA 477 51 Hl RT-
qPCR 519 5190 AR B ¥ 4 3 g A= AR W) TR

(bvg) ety A BRZA A& o
1.4 TAGLN2 shRNA B 5 F S kM & o 5 2
P4 TAGLN2 B ) % = ¥k Bt . TAGLN2
shRNA T4 F 4 A F: 5-GCATTAACACCACG-
GACATCT-3', R: 5-AGATGTCCGTGGTGT-
TAATGC-3'c PCRIZWAAFR (50 pL): £ 2 pL
EmAMZESIY, 1pl cDNABH, 0.25pl Taq
DNA i, 5pl 10X Taq PCRZE M, 1 pl ANTP
AW, FJCEEK# 2 %50 pl, PCR K FEFF -
94 ‘CAE M 30 s, 56 ‘CiB & 30s, 72 ‘CHEAH 1 min,
HI0MPEI . 72 CF #AT 2 min (Y5 AT {20 B
Py W) et sk 5 T T 4 CR ROR A .

K EcoR 1 il Age T B4 4 ) il % 485 77 4
9 6 1 (green fluorescent protein, GFP) /I
W R 18 B GV493 BAR AT Y] . )
KRR (50 pl): 41 pL BB K. 5 pl 10X FFZE MR
2L GV493DNA (1g-L™") FfEcoR T JeAge T
YIdg (10°U-L") 4 1 plo 4% BRI m A
UG, HABRGREZVATIRAFEE L, 37°C
TWEE ShiF . BEYI ™ Y2 B i BE I B Uk s
SR D) [mLBGR AR & ek v Ak G V493 3k ik A Bt .

K — ik BN &, o PCRIEY
TAGLNZ shRNA F Brifi 4 & Rk GV493 £
o MR (10 pl): 1 pL 40T I, 1 pL
TAGLN2 ¥ 3 7 Bt, 2.5 pL £ 11k GV493 DNA,
2 pL SXEFZE W, A B FOKAMNE 2 10 pl,
WATIR A5, 37 °CF & 30 min, VK¥& 5 min, 3
8 GV493-TAGLN2 H 21 i ki .

10 pL GV493-TAGLN2 5 41 Jfi ki Al GV493
23 4% OB B A 2 100 pl DH5a 8% 32 25 40 il
VIR A 50 1 ok B T K - # 8 30 min. B fH 2
42 CHBALHL 90 s, M 78 3 vk s % 4 2 min,
Wi o K B N TR A W RS BT LB AR 2 3,
T 37 CHER G IR 1 h, HRERE, BIGHEE
W) WRAT T & A Z NV (KW 100 mg-L )
1 LB [l AR 2 Ak m, 37 CEIE IR 12 h, K
H, IR SR E H PO it RE vk, #6m
E3mL TP AERMW BRI R D, 37 CT#
JR$EFE 12 he

FH M 5 B ) PCR %8 5E 1A & (20 pL) : 10 pL
2X Taq Master Mix (2X Taq i iR # ) . 0.4 pL
Primer-F ( E#51%) . 0.4 pl Primer-R (R i#5]
Yr) AL pL HIm s s, A L& FKANE 2
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20 pLo FEI PR N A% 414> 2 PCRE, Feoiig
BEWRSIF I B0, BRORBIR IR TR v 2
F. 94 CHIAEYE 3 min; AP B, L 22 1535 .
94°C, 30s. 55°C, 30s., 72°C, 30s; fH)572°C
FEAH S min, N A HRE, B PCR ™) T 4 “CHill
A7 B K R AE 2 —20 C. 2 B0 N8 W 58 I L K 4G
WM, A AR A B (2922 bp) 7 B AL H BLER
SRS, N S A R A TR BH R TR . PRECRH M
TERER, REATAY TR (L) BROARAA
HEAT I Y 35 E

1.5 TAGLN2BREFG&EAFEMNZ HHEFR
HEK293T 4fi ifl % fill & B 3k 80 %6 ~90 %4 Bif i 47 i 4y
BeAE o B YR R A %l Bh BUORL Helper 1.0 Y
(5 pg) +Helper 2. 0 8 (5 pg) + H 5 B A (10 pg) +
Opti-MEM T i i 8532 3 (750 pl), iR # & 5 min,
fic il #% 4 & & B: Lipofectamine 2000+ Opti-MEM
TR SR (750 pl) o K 2R RIS, HOk
%7 20 min J5 A EH FRILP, 5 45 JC i T B R
B, BFKFRHFEIRMI~5 K, HEGWHL
I3, TEFEMTIEEALG, B4 10 mL DMEM
SEARIRAL, AksEEE IR AS he T HOL BB T MR
A 256 41 A EE AR 5 9096 B, IS BT
F4°C, 4000 g&E.L>10minf5, £0.45 um JE I3 €
Ja B, I ABERR £ % vh W (phosphate buffered
saline, PBS) HEEJNEEILIE, T —80 CLRfr.

T 7 F YL AT 24 h, ¥ HEK293T 40 g L & fL
1X10° A 4 Jf % %% 3 42 b 28 96 L 4 i 35 552 M . IR
H, RBRIBEFER, BEE 348 B M0 75 56 B A5 2
(10°°, 10 *F1 10 "), AL m A 100 pL X [ £
BEREMmBW (10 ', 1081 10" ul K 35 D),
T R FRIEXTIESL, BT 37°C. 5% COHRE 3%
AT E 6~8 ho £ fLHH 100 pL i fif DMEM 5%
SRR RRAL, REEEEIR T2 h, TUOLWMEE P ML
fLGFP oG R R MK, THE 0 220 B o R 5 T
B2 (TU-LY) =% 2 M B A% B0 GFP 20 41 i 2
/TR AR AR
1.6 TAGLN2 shRNA & 5% & #& % # % bEnd. 3
tafp A9 5 F bEnd. 340 MR 2 12 £L 40 o %
FEML, TR A0 RS R B 70%~80%6 I i 47 12 i
BEIRYLSLG . Ff bEnd. 3 4043 GV 493 X HE 41 Al
GV493-TAGLN2-shRNA 4 . ¥ & fe 3 YL &2 5
(multiplicity of infection, MOI) >k 100, #% 8|5
AR DREERBRAR = (MOILX 4% /&

TR ], THE A L 2 A R VR, O ) X
L AR R . R 24 W5, 5L 0
SEANE IR MRS FR A8 he S ALIMA IS R
(10mg-L ") SRR AR EL e dif, 24h
JR SRR R (Smg L) FrEfRigedt, frek
B 14 d, TRESRIE, T2O0 W T WE& A
Y GFP RE ML . & a4 KRE R 4 H GFP
BH 1 40 i b i) 8 3 9026, % B GV493-TAGLN2-
shRNA 1895 5 € B2 % & % bEnd. 3 4 g £ H 4,
T A B % 2 i R L) ST o

1.7 RT-qPCR #% # @ 2 4 bEnd. 3 %@ & +
TAGLN2 mRNA & K-F  WAR R E 5% Ju 18 90 7
JG ) 224 bEnd. 340 g, S A TRIzol ik 7 $& H &
RNA J5 ¥ # ¢4 i cDNA J5 , #47 RT-qPCR. %
MAKZ . 5ul & SYBR Green 286 Ye bR . I
TS5 (10 pmol-L ") 45 0.2 ulL. 1 pl. ¢cDNA
BEA, S A JCEE K AN ZE 10 pl. RIERRF: 95°C
AR ME 30 s; 95 CAEM: S5 s, 60 CiB & /FEMH 30 s,
HAONMER . SIHFH . TAGLN2F: 5-ATGG-
ACCCCATAGATAACAGCA-3', R: 5-GAGTAG-
ATGATAAGGGCTGCAAC-3'; B-actin F: 5-AG-
AAGATCTGGCACCACAC-C-3', R: 5-TACG-
ACCAGAGGCATACAGG-3'. R 2 " it &
240 400 TAGLN2 mRNA 35K,

1.8 Western blotting 3 # ] 2 48 bEnd. 3 & J& ¥
TAGLN2 % & & & K-F 4 241 bEnd. 3 41 il ,
i ] 2 2 e ) B RIPA 22 i i vk b 24 i 41
i, 4°C. 12000 r-min "B 15 min, B _EERHN
BEAMSEAR, #HHAmA EREZ MG, 100 C4
@ AW 5 min. BEJE HEAT T TR G ER AN -R TN
fis Wt M B OB Pk (sodium  dodecyl sulfate-
polyacrylamide gel electrophoresis, SDS-PAGE)
SEER KRHESOV, B 120 V), BE)E R
FHAR %% 35 300 mA B B 90 min. ¥ BEECH S, A
Jii B 2F 75 35 A 60 min,  FH & nk 9 Tris 28 o R
W (Tris-buffered saline with Tween, TBST) ¥k
3, &5 min, A B-actin—$t (1:1 000 H#i
) MTAGLN2 —3r (1:1000F B ), 4 CHE K
B, KHMBW—dT, HTBST YR 3R, B
5 min, ATAXS B =40, =R K F 60 min,
TBST ¥EME 3k, 4K 5 min. i1 ECL k2% %Ok
WREW, TERRURRS LY., R Image J
AR B R R, DL B-actin AN S,
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¥(52% H2# 202643 A

IWHRHMEARIKTE, BMEAREKFE=H

BY 2R 45 K {E / B-actin £E H 457 K JE(H -

1.9 %254 KA GraphPad Prism 9. 0 $k
WAFG 2 0 Mo 2 40 bEnd. 3 41 i b TAGLNZ

mRNA K& # 1R B K FEHGEEEM M, Mlats

FoR, 2 4 TRD AR A B B e A SR FH W ST RE AR K G

PLP<<0.05 A ZEFA SR X

2 g B

2.1 TAGLN2 shRNARB®ZHHE AhwHd 20

Ml

JFY5E , TAGLNZ2 shRNA T4 5 51 i S 4 A #8244
JEokL, H5 8RS8 A — B0, J0 AR Bk B A
Bt . % WA S2 86 i DA GVA493-TAGLN2 18 5 % %%
. WE L,

2.2 TAGLN2 shRNA R % & & ER L % “1.57
R Ty AR, MRUREHEAT I B R B AR R R 43 4 e
e o BEYLJE I GE 45 R BN . GVA93 X HE 1 0 7 Y
WK 5X 10" TU-L ', GV493-TAGLN2-shRNA
MR E M 610" TU-L ', WK 2,

bt

"'CG ""TCT GGC"'TT TATATCT TG"'GG GGACG CJHCCGGGCATT CACCACGGACATCTCTCGAGAGATGTCCGTGGTGTT TGCTTTTTGHATTCTCG

430

CGGGACTACCAACTAAAGATTACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTACAGGGACAGCAGAGATCCAGTTTGGTTAATTAATCGAGCGGCCGCCCCCTTCACCGAGGGCCTATTTCCCATGATTCCTTCATATTTGCATATACGATACA
AGGCTGTTAGAGAGATAATTGGAATTAATTTGACTGTAAACACAAAGATATTAGTACAAAATACGTGACGTAGAAAGTAATAATT TCTTGGGTAGTTTGCAGT TT TAAAATTATGTT TTAAAATGGACTATCATATGCT TACCGTAACTTGAAAGTATTTCGAT
TTCTTGGCTTTATATATCTTGTGGAAAGGACGAAACACCGGGCATTAACACCACGGACATCTCTCGAGAGATGTCCGTGGTGTTAATGCTTTTTGAATTCTCGACCTCGAGACAAATGGCAGTATTCATCCACGGATCCTAACCCGTGTCGGCTCCAACATAAC
TTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATT TACGGTAAACTGCCCACTTGGCAGTACATCAAGT GTATCATATGCCAAGTACGCCCCCT
ATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTGTGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGT CATCGCTATTACCATGGTCGAGGTGAGCCCCACGTTCTGCTTCACTCTCCCCATCTCCCCCCCCTCCCC

ACCCCCAATTTTGTATTTATTTATTTTTTAATTATTTTGTGCAGCGATGGGGGC

P25B1397 CCGGGCATTAACACCACGGACATCTCTCGAGAGATGTCCGTGGTGTTAATGCTTTTTG

CCCGCGCCAGGCGAGCGGGCCGGGCCTAGGGCCGAGCCGGGCCAAGCCGAAAG

B 1 GV493-TAGLN2-shRNA 1833 Fobi 7 B
Fig. 1 Sequencing map of GV493-TAGLN2-shRNA lentiviral plasmid
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10 uL

GV493-control
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GV493-TAGLN2-shRNA

B2 3BT &4 HEK293T 1M H GFP kR (< 10)
Fig. 2 Expressions of GFP in HEK293T cells in various groups under fluorescence microscope( X 10)

2.3 2URBRRBRERITHLIEnd. 3WMBEZT W
GV493 Xt B 12 95 # 1 GV494-TAGLN2-shRNA &
B 0 BIFE Y bEnd. 3ANML, 28 B MR 45 R B
GV493 X% B 2H 1 GV493-TAGLN2-shRNA i 4 Jif
dh g ISR B GFP 98k, TLIE 3,

2.4 2% bEnd. 3@ M ¥ TAGLN2 mRNA %k &
KF - GVAIIXS IR AN h TAGLN2 mRNA ik

K 1.0240. 24, GV493-TAGLN2-shRNA 41
4 gt TAGLN2 mRNA ik 7K F 4 0. 184+0. 13,
5 GV493 X} B4 L3, GV493-TAGLN2-shRNA
ZH 240 Ml TAGLN2 mRNA £ ik 7K F B & [ %
(P<<0.01), TAGLN2 IR ULERZ R N} 82.4% .
2.5 2#bEnd. 3% ¥ TAGLN2 % & &k K+
GV493 X M 2 40 g b TAGLN2 3 1 2 18 KN
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Phase

GFP Merge

o -- &
GV493TAGLNZShRNA-- i -’-:

B3 FuBMETIREREE 2HAMM S GFPREFL (X10)

Fig. 3 Expressions of GFP in cells in two groups after lentivirus infection under fluorescence microscope ( X 10)

1.0040.19, GV493-TAGLN2-shRNA £ 4f jifi
TAGLN2 # H#£iE/KFH0.26+0.19, 5 GV493
XM B, GV493-TAGLN2-shRNA #H 41 Jifg
TAGLN2 & [ % ik K F B B B AL (P<<0.01)
UL 4

12 3 4 5 6 M,
TAGLN2 s w = 22 000

B-actin - e e — - 47 000

Lane 1—3:GV493 control group; Lane 4—6:GV493-TAGLN2-
shRNA group.

B4 244 TAGLN2E HRKHIKE
Fig. 4 Electrophoregram of expression of TAGLN2

protein in cells in two groups

3 3t

TCAS & — Bl ™ T 1 My 1 A5 e 552 174 1 2 5 5
S AR [P B 0l PR A T i AZ O BUR IR R . ICAS
o Y AR o R P K 22 O B AR FRALED, A A
RN IR 3 AN =R AR & I
FRIPPESET- AR 30, XSed FEAH B Ag 4, JL IR 5K 3
P2 E Y. ICAS 5 ifn il Bf BE (blood-brain
barrier, BBB) Z [B] 17 7F % % 0 BEOCHK o #F ICAS
HEFE R, IS N B 20 B REAZ A0, A AR N S O
ZE Mg F RN, S ECBBBE B MM, B RS BE
55 o kAR MG I TP R . RPN R
A0 8 35 1 40 A5 DL 1k BBB S 18 1% 2 L R,
1R PRI RAE RN, I KRB A& ICHE S
85I 4 N BULE 7 K T

TAGLNZ 7.0 145 7 1 B9 7E F A FH 5G4 3E .
WFgx 0 F W] . TAGLN2 ] il of B 2 1k LBk & 1 4%

A SE ML 2 5 1% AL VT 75 5 59 P9 B2 20 i e i A A=
BCAE R, Sk B I A A AR AL TR ik AR . BT
B k. % /N RNA-133a RNA-133a,
miR-133a) T # 5 TAGLN2 mRNA #y 3'3F 8 i X
(3'-untranslated region, 3-UTR) %54, Jf7E5% 5%
FBHPR AT LR35 8 TAGLN2 & 46w
38 1 Caspase-8 /] T i 42 I 17 S5 = A Al L 98 1~
I RAESE 7 el . S{REEZIHE L, 2k
ok 25 4 AF 58 2 i /MR TAGLNZ K T & 2435 A
Lo AL 2E S BT SE VY IR E T TAGLNZ &7
W AR o B2 R AR B AL bR A 2 —

bEnd. 3 4 il J2& 44 A 4 BBB #5570 14 & FH 40 Jfd
A H T AL BBB 76 AN [R5 UK A N A9 A8 fk M
BT AR 56 PR 2Rt H s g s e R AL . B
A, TAGLN2ZE bEnd. 3 4 g o 2R A7 B 1fi A1 Hie S8 52
o R TR ) ) A R M SR TE AR S 6 8 F bEnd. 3 4
6L 44T 0 5 B SR e % S 5 L

A 5T P 45 SR UE 5L T GV493-TAGLN2 12 9%
BEFIR AR T4 EE . SR Y bEnd. 3HIMLE , 2K
J6 B N AT LB B 9 6 {5 S . RT-qPCR % Ail
Western blotting % 25 R i /s : 5 GV493 X 41 It
B, GV493-TAGLN2-shRNA #H bEnd. 3 4i fits
TAGLN2 mRNA Fl i F R kK U] WAL, 42
718 JUT e A 1 A2 o 1 T R AR AT X TAGLNZ 52 9 i
AR 1) T HRAE -

ZE LTk, AR H# T GV493-TAGLN2-
ShRNA MG # ki, @ TRGEMREE TAGLN2 1y
bEnd. 3 4 fg 155 #Y , b J5 22 IR AR W TAGLN2 1€
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