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ABSTRACT Opbjective: To investigate the effect and potential mechanism of silencing TCAB1 on the proliferation of human aortic
smooth muscle cells (HASMC). Methods: Three siRNA sequences(siTCAB1-331, siTCAB1-619, siTCAB-749) targetingTCAB1 and one
negative sequence (NC) were designed, synthesized and then transfected into HASMC with Lipofectamine-TM2000. HASMC were
divided three groups: interference group, blank control group, negative control group. Cell transfection was observed under fluorescence
microscope. The mRNA and protein expression levels of TCAB1 were detected by RT-qPCR and Western blotting, the best target was
selected from the three interfering targets. The effective siRNA (siTCAB1-749) was further transfected into HASMC with
LipofectamineTM2000. The changes of cell cycle and CyclinD1 expression of HASMC cells were assessed using flow cytometry,
RT-qPCR and Western blotting, respectively. The proliferation of HASMC was assessed using MTS assay after transfecting
siTCAB1-749 at 24 h, 48 h,72 h. Results: RT-gPCR and Western blot indicated that the siTCAB1-749 was the best target in the three
interfering targets. MTS revealed that the number of cell growth in siTCAB1-749 group was significantly lower than BC group and
NCgroup at 24 h, 48 h, 72 h  (P<0.05); the percentages of S phases in the cell cycle of siTCAB1-749 group was decreased and G1 phases
was increased at 48 h (P < 0.05). In addition, the expression of cyclinD1 was decreased in siTCAB1-749 group (P<0.05). Conclusion:
Silencing TCAB1 can inhibit the proliferation of HAVSMC, and its mechanism may be related to the inhibition of Cell cycle protein D1.
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A (] S 1T 1% 25 (P<0.05) , i 4% 24 .48 .72 h J5 ,siTCAB1- 749

BC NC siTCABI

1 HASMC BIFZS AR siTCABINC 5 7£ HASMC HIEy5E 1B 5L (100 x )
Fig. 1 The morphology of HASMC and the transfection of siTCAB1, NC in HASMC (100 % )
B ab HEMA HASMC FIRAR(100 x ); B de ABSERRIRT siTCABLNC FIIHERIER
Note: The morphology of HASMC in four passages (100x )(Fig. a,b);

The transfection among the BC, NC and siRNA groups using a fluorescence microscope(Fig. d,e).
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Fig.2 Screening of interference target of TCAB1-siRNA
iE: B 2a %5 HASMC #%: siTCABI J5& 48 mRNA RiAZE{L, 5 NC 48F0 BC A L%, *P<0.05;
2b 2 Western blot #:il4E4t siTCAB1-749 f HASMC th TCAB1 fy3Ri%KFE,
Note: the Relative expression of TCAB1 mRNA in HASMC after transfecting different interference sequence for 48 h in different groups,
*P<0.05 (n=5)vs.BC and NC( Fig.2a); Expression level of TCABI after transfecting siTCAB1-749 in HASMC by western blot assay (Fig.2b).
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Fig.3 Effect of siTCAB1-749 on the proliferation of HASMC

i 3a 5 TCABI TH/EBME THEVAREF MM (100 x ); B 3b 24 MTS tb &k F# TCABl EE /G HASMC A% KRR,

** 5 NC 4850 BC 4HEb % P<0.05,* #1 BC 2L % P<0.05.

Note: Visual fields of cells were captured separately at 24, 48 h, cell density were observed under inverted microscope(100 x ,Fig.3a);

Cell growth and proliferation capacity were measured by MTS assay (Fig.3b,**P<0.05 vs.BC and NC,* P<0.05 vs.BC n=6)

_ d
i~ [ Dsbns T Debis % Debrs
= E-WEIMH o ;nu:;rplﬂ |l'| ) _.- Ef';ﬁa‘n
S Eoe s98% Moow | SH0% B §402%
Ll GLA% ™ GE281% o Gl:34%
e b %
i 7 _ F
'.\"“Ir‘-'#""";“x 9 | L, .
¥ \ { o ' |t'_-';".,
A L | 4 11 |
.L'L_ ] | \
(g aex 3 . S 1 e -'.........T... " ; ,—A_

g
§ b C
% HiRy ] CydinD] = E— —
1., e ——
B N
: z %
g &
f

“ 0.0- T %

2 3 C

1:BC 2:NC 3:siTCAB1-749
4 i7LEK TCABI Xf HASMC JEJ#i#n CyclinD1 3Rik 8 #3400
Fig.4 Effect of TCABI silencing on cell cycle and CyclinD1 expression of HASMC

i : B 4a BB TCABI 48h iRz 20 B (L6 T ZA A6 /B HA; & 4b 5 HASMC %5 siTCAB1-749 J§&4H CyclinDImRNA FixE 254 ; B 4c 5 Western

blot #: il F siTCAB1-749 J§ HASMC i CyclinD1 FFRi%KFE, ** 85 NC 48750 BC AALLE, P<0.05.

Note: Cell cycle were detected after transfecting siTCAB1-749 for 48h by FCM(Fig.4a). ;the Relative expression of CyclinDl mRNA in HASMC after

transfecting different interference sequence for 48h in different groups(Fig.4b); Expression level of CyclinD1 after transfecting siTCAB1-749 in HASMC
by western blot assay (Fig.4c). (**P<0.05 vs.BC and NC)
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