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@ E  JRER10(thymosin beta 10, T810)%E X /2 i & i 2 A SCBRAL 70 G () — AN FiUAIHE br o WFTT BN
J& (Cervidae) B T0v I AE K HLO A TB10 = FERIE, T RE B AN REPUE A K (2 em/d) AN K AATAEAE .
TR FE IR TR10 Jk (R ik 650 S A MR 2 AR W) S R M B e o ASTIE S I SR AR R AR X
(antlerogenic periosteum, AP)ZH 2R I35 Hlb AT 1 JEAREE 729845 1 S 2h 5 AP 4w .l v i 1R10 2 A
FER g1 B I A B, B A AL IR R 10 B UKL JS SR Sk AP 41, qRT-PCR A 2 B TB10 B R %
3K AH T B T 2.5 fF, B3R 57 1810 3L 3Rk AP A & o DY I A e 26 TE £51 725 (methyl
thiazolyl tetrazolium assay, MTT)SE545 3% BH , 7810 F& [R i 3R 1A BE 2 42 38 H0 1| AP 41 i 38 56 (P <<0.01); B-F-FL
PR 0 27K, TB10 HE DR i 4% S5t 2 M (R i3E 1 AP 40 I 32 2 (P<<0.01); 4RI S 56 1, 7810 3
(Rl 3t 2R 38 5 25 W) N (Homo sapiens)JIft & ik P B2 41 Bl (human umbilical vein endothelial cells, HUVEC) 4|
MUIEF(P<0.05). AH T F 48 7 JEE AR AR KL T AN A 9 38 DL S RN FLRRE 1310 ik IR A Ji B A i
AR DhRe st 7B ARIE
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Abstract Overexpression of thymosin beta 10 (73/0) gene is detected in many of neoplastic tissues and cell
lines compared to the respective normal tissue types. So TR10 is considered to be an anticipated marker for
tumorigenesis and tumor progression. Deer (Cervidae) antlers are not a cancerous organ with the astonishing
growth rate up to 2 cm/d. 7810 gene was highly expressed in the growing tips of antlers by using in situ
hybridization. Therefore, tests of the effects on biological properties (proliferation, migration and senescence)
of endogenous 7310 gene expressed in the antler stem cells by using a lentiviral vector were performed in this
study. In the experiment, antlerogenic periosteum (AP) tissue from a 8 months old male sika deer was
collected by using surgical operation in a relative sterile environment and primary culture for AP cells was

carried out by using type Il collagenase. Total RNAs of AP cells were extracted by using PureLink™ mini RNA
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Effects of Deer 7370 Gene Overexpression on Proliferation, Senescence and Migration of Antler Stem Cells /n vitro

kit and 7810 gene was cloned using RT-PCR. AP cell lines with the overexpression of 73/0 gene were
successfully established by using lentiviral vector guidance system and determined the effects on proliferation,
migration and senescence, which may be influenced by endogenous T310. AP cells could proliferate in vitro,
morphology of these cells was bipolar spindle shaped under a phase contrast microscope. 7810 gene was
cloned accurately based on sequencing and inserted into the lentiviral vector plvx- ires- mCherry- puro
successfully. Recombinant lentivirus was packed and produced successfully by using co-transfection of three-
plasmid lentiviral vectors and X-treme GENE HP transfection reagents in ERK 293T cells. Transfection
efficiency was evaluated through the expression of red fluorescent protein (RFP) by using an inverted
fluorescence microscope. The lentivirus from culture medium were collected and concentrated by using Lenti-
X concentrator regents, and the titer of lentivirus achieved 4x 10° TU/mL detected with 293T cells. AP cells
infected by recombinant lentivirus were selected and enriched by applying puromycin (2.5 pg/mL) in culture
medium for 10 days. AP cell lines with overexpression of 7310 gene were established and identified by qRT-
PCR and Western blotting. The results of methyl thiazolyl tetrazolium (MTT) assay showed that 7810 gene
inhibited proliferation of AP cells significantly (P<<0.01), compared to the control; (3-galactosidase staining
showed that 7810 gene promoted senescence of AP cells significantly (P<<0.01) and the migration assay
showed that 7370 gene inhibited human (Homo sapiens) umbilical vein endothelial cells (HUVEC) migration
significantly (P<<0.05). This study would lay the foundation for revealing the underlying mechanism of rapid
growth of deer antlers without becoming cancerous.

Keywords Deer, Thymosin beta 10, Lentiviral vector, Biological characteristics, Antler stem cells

J& (Cervidae) 1 i 2= B10 (thymosin beta 10, TR AL W2 R HL, ik, 7810 £ H mT He 2

10027 FELANSKDWISEBEGH T, iz
TEAE T FLE 2% B ', & Thymosin beta 5% % [
- R4 A%, 2012). HAT, TR10 7T
AR b T R LR RAE R A B TR0 FEAR 22 (U HY
PR L S R e R IE A 9 550 ) o e 2B DA SRR I 7R
HERik, HHREE S MR B R —E W
FHICAE, PRI, TR10 B WA A 2 el 2B BT R
B — AN AT EEAR LA B FUAAE AR, 24 X 1)
— /NIRRT T AE #E /5 (Zhang et al., 2014; Sriben-
jaetal., 2013; Bodey et al., 2000), t4h, TB10iEZ
5XZHEY 2R, AR R T
I UL KL T 55 (Rho et al., 2005; Zhang et al.,
2009; 2= 3E5, 2014).

REE IS A b L) i — Re e A3 4 B
SERFARW A ESE, RS
TRk I B e S HRN R A
Ak, REB B AR AR R OGE, R AR B H A K E
B PR AEIE 3 2.75 em/d, A& — MR AR KH B2 1 30
2%, B R BE A — RA 2 KA (L et al,
2014; Nieto-Diaz et al., 2012). Deb- Choudhury %§
(2015) R I TB10 1E FE B T 2 4R h i JE R ik . A
ik A i 5 R A AEAE TR0 I e 223k, 1 i 2 i A8

YRS BT P PR A G, D G R AR e
IR T 487 TR10 JE RITE REH b 1 AE W24 T
e SR ML AT LUA MR 1T R TS PR LAl 5

JE B R AR AT P A R T R E T A M i A
JtE T 41 B (antler stem cells) 3 35 A i [X & JIE (ant-
lerogenic periosteum, AP) 4l ffd F1 £ 1 & JIE (pedicle
periosteum, PP)4H g, AP /& Ji B &k AE I L hith, PP &
JE AR B LA (L et al., 2010). ASS2E6 @ R4
AP H L FF R AR 772 AP 4H M . R e 7 14 51 0%
TB10 % [% 2212 3 5 A 3 B R AK B4, I8 % ik
HARHE, FK 1810 2K 5 N AP 40, M1 14
7 TIBI0FE RS FIkH AP 4 R . Hik, il —
KUV TR T IR TR10 J PR ot 321 6k 24 Jfa 184
B EZ AT R . T 25 A VR RE TB10 %
R B A KRB T Thae, LU vt — B faoR
TB10 A5 D ke LA A S B ik s

1 MR5FE
1.1 ##E5IRFH

9 H S HENEMGAE RE (Cervus nippon), 1L R 4T, A4
HIXARRE, MELN1.5 cm, I B LYK AL E
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Az AR B ULt RS2 A 40 i DHS ol H b 542
AW IR AR A0 (293 T) 4 i ik N\ T i
Jik P 5% 41 A (human umbilical vein endothelial cells,
HUVEC). #4453 # plvx-ires-mCherry-puro Jii £ ( FH
ARSI = A ) 18 5 B L 2 UKL pMD2.G A
PSPAX2 P4 A S5 % {5 . TG 4% o b i Rl R &
T T A A AR ) s /N B BURLER U ) & (E.Z.N.
A, FEH); o N5 2 K& TR & 157 B (Promega,
5 [E); 35015 W e 1 v 2 e ORI B (EZNLA, 32
[5); DNA Marker(Takara, H4); DMEM Al 77 3
1 RPMI 1640 15 77 3 | by #E 16 2 1L 75 (fetal bovine
serum, FBS)(Gibco, 3 [H), % (Trypsin)(Life tech,
2% [H), X-tremeGENE HP(Roche, {% [), Ploy brene
(Millipore, 3£ ), %abt A TB10 Hif&(Abcam, 5 [H),
SRCPT N H I - 3- T R it BB P& (glyceraldehyde-
3- phosphate dehydrogenase, GAPDH) (Proteintech,
S ), HoAty 1207748 oy [ Bt 1 At

1.2 FHi&

AP HGURFE S ILRARE 77

Z: [ Li M1 Suttie(2003) 4 77V FF N LA et , 7276
PFE i SR AR AR T AT A2 B X 1 T (antlerogenic peri-
osteum, AP)ZHZURAR, #8714 H: X {2 ik, 2B AP 41
L EE g H A, s AR BUCE B0k AP A AU,
¥ AP B T I FE i A7 B (DMEM 2 X0 HY, o 22
S AT HLRAR TR . ARG TR EE S Sun
SF(2012)F I LAkt , BARun R R H JC B PBS ¥ AP
HABWwBE2R, ARV HEE (L H S
Z1.201420335401.8; KW N: 2535 S, i SOMERTR iEF
YK AP ZHZD)E K 2~3 mm? F)/NE, FI TR

1.2.1

HEBH(150 U)T 37 CKIHAZ) 10 min, 177 AP ZHZH
HILE DL, 5008 AP A 418, F /> &8s 975t
(DMEM, 10% FBS)HE 2 LAY IR0 T T-25 BE 95k
o B B R IR 2~4 h S, B SRR RS RIS N E BIR
A, AN INE R R R S, LR
296 dJa, FE ST IE AR R AR 7555
HRNAMRAE, FRR B FRIANNL A 44 0 AP 4.
1.2.2  TB10%:[X ORF i F J 125 55 20 AR 1 )
HE%E

R Y5 7810 {2 [ ORF 41, Wit 45 S 1k 514
(HEAT AR RN, 32 1 7 R SGHR 4), JREG I A A
KR B 4F 19 AP 41 e, A A Life Technology A
RNA #1518 751 & #E B AP 21 2 RNA, i Ji5 ) FH 4
FLAR A AN 2 T3 RNA Wk B B 40 7% J , ) FH] Ta-
kara 1st Strand cDNA Synthesis Kit J %% 3% & fi{ cD-
NA #4R, HF] FH RT-TB10-F/R 5] #3347 PCR ¥ 14,
SR Z(50 wL): b RS P(RT-TR10-F/R, % 1)
% 1 pL(10 pmol/L), cDNA # # 2 wL(50 ng/pL),
Takara premix Tag 25 wL, ddH,O 21 pL. § #EFE T
N:94 °C, 5 min; (94 °C, 30 s; 55 °C, 30 5572 °C, 40 s)
x40;72 °C, 5 mino Ff PCR =433k 47 BB FLIK 53 #7
F (B0 H f 26 5 5 40t Xho T BV 4 26 P 4k
AR AT o4 T A, B A P Ak DHS 2 35
2R, BRI R P IR AT ORI PEHL . R PCR % 58
FAL TR, SR R (20 wL): _E T i 514 (Plvx-pu-
ro-F/R, ¢ 1)% 0.5 wL(10 wmol/L), BRI 0.5 pL
(100 ng/pL), Takara premix Tag 10 pL, ddH.O 8.5
Lo JSCRIFEF: 95 CTRAEME 15 min; 94 CAEME 15
s, 55.0 CiE K 30 s, 72 “CZEAH 35 min , 3t 35 4N

x1 5IUER

Table 1 Primer information

ElE/EAR i FFHI(5'~3" TR Mbp Tm/°C
Primer name Sequence Product length

RT-TR10-F TACCGGACTCAGATCtcgaATGGCAGACAAGCCCGACAT 165 55.8
RT-TR10-R AATACCGGAGTACTCGATCACTTTGCTTGCTTCTCCTGCTC

Plvx-puro-F GTCGTAACAACTCCGCC 315 54.6
Plvx-puro-R CGGGGAAACAGAAGTGC

GAPDH-F ATGTTTGTGATGGGCGTGAAC 184 59.5
GAPDH-R CCAGTAGAAGCAGGGATGATGTT

qPCR-TB10-F TAAGGCCAAGCTGAAGAAGACTGA 87 58.5
qPCR-TB10-R CACTTTGCTTGCTTCTCCTGCTC

JEREL: Bk AR Shading: Homologous arms of vector
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5,72 °C 5 min, 4 Co R ELE ALK PCR =i
AT % 5, 4 BH 1 1 SR 3R AT 0 4 (W R AT
VR ERA R S0 TR KRG 4N
plvx-mCherry-ires-puro-7310, 3+ F| ] Promega /= i
JRTE P9 25 2 TR AR B 6 K B ) %, [ B ) 18
7 7S # AR R plvx-mCherry- ires-puro- £ 2% Ji i
pSPAX2 F1 pMD2.G #EAT KL% H
1.2.3  HEAFREE R 1810 3 R 1255 7 1.3
I FH 0.8 %0 ik it i A4\ VB 4 A 293 T 4 A I i
BITHE B LM T2 2 R R A B )
10 eo® 40 L LA, 7500 10 mL 35 72 55 10%b5vE iR
4= 15 (FBS), AN &Pk 2=, A H AR KRS B B
TKF), A8 293 T A 2% 4t i 7 Tl % e i) 24t i ik 5 0k
F80%LA Lo 13 1.0 mL opti-MEM 3% 77 R B
10 wg ik DNA (m (plvx-mCherry-ires-puro/-T3
10 ):m(Pspax2): m(pMD2.G) 1 Lty 4:4:2), [H] i i
I022 L 4t i v 80 Gl R e, fE iR T A 25~
30 min Ji& , ¥ % E G W GAS VN N B A 1 77 I
HRBEAREFFILIRE . B TR =M T,
37 C,5% CO. Wi H 12 h )5, AR5 ks 7 0k . #%
PePEAE 24 h J57E EVOS 8 B 750 B T, Al 4r
7% ) & [ (red fluorescent protein, RFP) [ 3 1A 4
A 175 150 DA MRS 2 A 0 e R (1) 2 S A s 5 6
BEMR) . TERG PRI S AT ER T, SRR US S 41 e
FrRllA B35 T 50 mL &0 % 41(0.45 pm it € 1
1) MK 1295 B R 48 Wi (Lenti-X concentrator, Clo-
netech) {5 FH 23K , #4 LU D018 B2 iR 4R, T
4 CEBEZ 1205, 1 500xg 030 min, 3725 Lk
FEF G & PBS H 2 UL, BU— /NI 7 A7 #54
FEME , T RIR /N> 2 )5 B T80 CLRAFAF T
1.2.4 AR EFAETE 1810 7 [K) B YL AP 41
TE 4 AR AT B0, G A B — e
() AP ZH 0, #ERRTHEUS I 3x 100N 4 T 6 AL
B g, B JE 8 0 2 mL 58 A5 7R3 (10% FBS, &t
AFR). KiFRZ) 6 h, R ARG BE 5 4T A8
I B LR, B e T F o FLAR R R IR I, B2
mL DMEM #% 37 3 % 5 5 200 pL & poly-brene(2
RL)FIR AR, 12 h 5 SR 58 55 R0k, [ gL 5
24 h 5 AE BB PO6 BB TS AP 1O E B
RFP )R IBE DL . 15 & 9 640 f ik 225 50% LA
I, W0 2.5 wg/mL R W 25 2R (puro) T 77
W SRR L 10 d, DA EBR R A B B SR 1 4

. K TB10 %5 K 1) AP 41 i iy 4 N AP-TBI10,
P 45 17 2 HAAR KT FE ) AP 41 j iy 44 A AP-Vector, 5
REZKCER [P AP 41 i iy 44 49 AP-Negative.
1.2.5 qRT-PCREI AP 41 7810 mRNA Fik 3%
M AP-TB10. AP-Vector L\ & AP-Negtive 41 il
23 R EE RNA, X RNA HE47 58 820 #r 5 K 2L
S % 5% £ % cDNA J& » F| | SYBR Green %% 6 7€ 2
R B AT 92t %€ B PCR M, 45 & qPCR-TR10-
F/R G514 5 Db A7 5256, HE$% GAPDHAE NN S
B, DUt &5 R HEAT R OE , A2 ¥ o7 3 AN B AL BAIR
SRR 2, DL AP-Negative 15 A%} 8, [ R4k %
(25 wh): EF#E5I %% 0.5 wL (10 wmol/L), 4R 1
wL(50 ng/pL), Roche SYBR master 12.5 nL, ddH.O
10.5 wLo 254 : 95 CHAZ M 15 min; 94 CAR M
15's,55.8 “CiE & 30 s, 72 “CZEAH 1 min, 3£ 40 M E
,72 °C 5 min, 4 °Co [A BT 44 ih 2%, DL
SRR .
1.2.6  Western blot il AP 4l TR10 25 A RIAZHK
AP 4l 22 PBS Je ik o » R BRI A 40 i ), 1
I 1) 2 A v R 2 23 41 B o A 0K JL R R U B T
BT, BEJE T 4 °C, 12 000xg 550 15 min, Y&
R 3E IS 0 AR e A R R (R R A, 2015). A A
Braford fill FLAR ¥ I € B K )5, 55 & L FE (60
wg) T 15% 5 7 4 B i (polyacrylamide gelelectro-
phoresis, PAGE)&ER I, BEETE 4 CHRIZAM T, ¥ &
9 % B % 3w % £ 4% (poly vinylidene difluoride,
PVDF)(0.22 wm)_ L, 5% AR 9383 214, —Hr i
W 2 h, YEER S, WS IAR XS B B, IR A 1 h,
Ve Ja , A FH DAB B 355 Sk AT B . FIHHE
FEACHHE B AT A B A3 #T
1.2.7  MTT ¥R 52 TR10 ik 3 Xt 441 fg 44 5 ) 52 1l
AL AP-TR10. AP-Vector LA & AP-Negtive 40
TR U E, VR A BRI FE A 5> 104 /mL, FE£L(96
FLHR)HX 200 L 40 RS IR , BN b B L 6 MR AL,
5 2~3 d e AR IR AL, 430 T He Rk 1.3.5F17 d
JE AT MTTARTIN . A 77925 75 BR85S Sy b
FLIA 020 pL MTT K 7)(5 mg/mL), #2170 5% 3l DA fi
MTT 73 A0 355], AR S35 70 & 4 h J5 , FIFHHRE /O
FFEREFE LI, BN 150 WL & dh i — F 3L
i (dimethyl sulfoxide, DMSO) ¥4 il , 15 FR 8 't 52 Joi
10 min /& , FFHFFLAR BEFRAXAE 570 nm AR 5E '
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FE . ¥ oD {E 31 Bk 2 6 G I AP 41 i, S0
MTT ) f5 , DA ] AR A b, W B2 S A AR 45
|2 A i it 2
1.2.8  B-F-FLWEH BEE A I 7810 JE R X 40 5 52
fop-Al]

PRI 1 d ¥ AP-TB10. AP-Vector PL K2 AP-Neg-
tive A fEFP 2 6 FLARH, FE4H M Al & L 21 80% /2
A B K A B AT 58 PRV JSVRI 1 mL B FLbE
HEE O TAERCGE = RAEY, 1), #H O D5
BT 37 CORBEAE I CO, I 40 B 5 77 48) ik 7 e
Ho EWIEe B NSRS AR e
MR o BRAP AL FRREALE R 3 M LET, S A
B, G AN & A an i i e sl
AN TEZ R (%) =G 4l S S 4 AR 0> 100
1.2.9 40 RIJE SLES A TR 10 %o 4H H T 72 52 1

AT TS50 R B AP 4 L P A B A5 T B R
Bl e S Sz 56 % ) HUVEC #E 470 B 20k . 4% 118
1.2.4 (17735, B S0 8 2R G0K 8 1810 R 3
ANHUVEC 4. #2041 f 5T, 2 H marker 2£7E 6
W E, HEREE, B RIsigk, K25
0.5~1 cm —J8, Bt fL. FILED T 5 %K%,
7E 5L 43 5 N HUVEC 40 i 7810 i 3 ik 4H. (H-
UVEC-1B10). 7% % f4 J& 44 21 (HUVEC- Vector) F I
% HUVEC 41 s (HUVEC-Negative), {3 ff1 % &y 5x
10° M40 /AL, 28 Rk E B R, RETHE
MRS ZERIIR . F PBS Yedtiff 3 U, B %I~ i 4,
IMNTEMLE R IR . N 37 °C, 5% CO.BE 346, B
IR 1%0,6,12, 18 f124 h HUFE, FA 18 . 45 R AEH
Image-pro plus FE 73 #r AT 3047 3L 2 85 55 40 4
T R S R 22, REAEAT 3N AL
12,10 HiEGZiH 5501

FI ] Excel LA K IBM SPSS 20.0 % 4 i 47 $¥5
G511 143 81, K H GraphPad prism 5 2 B 344 3547
VRIE 22 ], Ko DA M 7 2 (X£SD) %% , LA
7 753 BT (one-way ANOVA) 6 I 34 Iy 725 7
EE

2 ZEREHSWHR
21 APHAFRER APMEFERIEFHE

AP HZU(E 1A T 1 G 1 AP 4, T3 &
FH 2= I BE W8, AT W, AP 40T 23— AR A,

Tea M, HAE KRR REF . [RIRF, AP 20 ) 72 pk
Fe (K 1B), Ut AP ZHZUREE iy, HJE A
BEFR A, Fr3RAT 1) AP 20 M0 40 v, v FH T )i 45
I

22 BWEETIESEARRSHENE

DL AP 4 i 1) cDNA 9 AR , R 455 5 2
A [R5 1) TB10 5= A (1) Ry S % 51 #0347 RT-PCR
1, § G A HUK S E L 7E 165 bp £i AT H ILEF
SpEAH (B 2, VB 1), 5ES TN — 2 B0 1810
BRvERER ). BB EE 54 RY) 4
b1 e 3 I8 F AR plvx-ires-mCherry-puro 34T 5 i
[ 5 7 b B 4H, PCR =) 4 % 2 R, 2 8 TR
315 bp Ze A7 H IR S 14 2% (B 2, WK 2), B 1
TRAE 444 bp Jo A7 I S P 2% 0 (18] 2, WKGE 3), 45
RS A, ¥ B BN 5, 5 18
10 3 5] ORF i Ih ve [ 22 B A 344 I Ay 44 N plvx-
ires-mCherry-puro-7310.

23 EBEAERE=RREEL293T HERE

i X-tremeGENE HP 4 5 i 2 2H 18 % & i ki

B 1 APHAREAREERKRHAMIEFRB)
Figure 1 Tissue sampling (A) and primary culture of AP
cells (B)

bp
1500—]

M M 2 3

bp

200—]
100—]

B2 EHBRMPCREELER

Figure 2 PCR identification of recombinant plasmid

M: DL2000 maker; 1: 7810 H K2k ; 2: 253 ARY 3G 1 B
3: H A1 P B

1: Target band of 7310; 2: Band of vector; 3: Target band of re-

combinant vector
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plvx-ires-mCherry-puro/-7T810- .2 i ¥ pSPAX2 Fll
pMD2.G = i ki JE i 4 293 T 4 A 24 h )i , 81 & 986
BT AL TR 82 B R B RFP 280, Ho%ok
B G 0MHE3A). SRR
293T 4H IR A B 5E MR, FEAH ZE AT, 240 i 52 1
KR, AR KRR, BB RS, H G PR sty T B
I (E3B). RWIAR L AT T 293T 40 i Ji
KL G IRAEZ A ML P R 8 1 18 S R 18
BEMIURL 28 WS BR MR A7 1E 4710 B2 N i (B BE A REV), K
I AS S 56 6, B T B9 7530 P2 55 21 4% 10° TU/mL,
KB Jm R G IR K

24 EABFRESBREAPHMEIE

FH AL B A% 06 25 Sk A AP 0, 285 MR
B 7 (puro) (1 LI , (8] B 2 e WA B T E K
B, MLEF AP 40 i (18] 4A) 4= 55 2 1k RFP, i B 18
10X ORI SN AP Y. 750 Wt T Al & 2
AP 41 (] 4B) A KR R GF 5 16 B A 5256 Bl Dl
7Y HE TB10 ORF Y AP 4H & .

2.5 APZHAf TB10 mRNA f1E A RiLKE

FH qRT-PCR {47 14 Hh Z A g th 4 ml 50, W2
S K GAPDH A1 H kg FE K 1810 ¥ 85 51 ks w9
W, AR ERLE XK CE, R
R 272 o3 #r BEE AT JE DR 2R I8 204 0 A, HH
S5A T 51 5 X8 AP-Negative #H Lt , AP-Vector 7810
mRNA £k B2 5 A B3 (P>0.05), ¥ %4k
X} K B3 IK 1 5 e AL/ o {H AP-TBI10 H 1B10
mRNA FRIE K H IR 2 2 T = (P<<0.01), /& AP-
Negative Fll AP-Vector [ 2.5 f5 2 f7. &5 R Ui, A&

400 pm

A

B3 Z=RhiFEEE 24 h 51 293T 4800

Figure 3 293T cells 24 h after transfection by using 3
plasmids

A BIBIOCRME T FOLRIL I B, B EMZE S ME T
RIS

A. RFP expression in 293T cells under an inverted fluorescence

microscope; B. 293T cells under a phase contrast microscope

SEAG R D E AP 41 R R T TB10 mRNA (13
BRI

1 P 5B ] 41, DAB €5 3 F 8 (9 119 N 2 (GAP-
DH) %k K/NHA — 20, W N 2 RIEF L — .
A% T AP-Negative A1 AP-Vector, AP-TR10 ] H ¥
EE KRR, B R A RIEE R, U
TE AP Al rhid K3k T TRI0EE H -

400 pm 400 wm

A
B4 BAEBHSHRLHAP MM
Figure 4 Infected AP cells by using Lentivirus
A APHIHI T FIEE BL; B. AP A IEZS
A. RFP expression in AP cells; B. Morphology of AP cells un-

der phase contrast

kD AP-Negative AP-T310 AP-Vector

10 TR10

36| — -0-‘GAPDH B

ook ok
g i
7

i

X 8 2r

® 3

= E
&1

AP-Negative AP-1310 AP-Vector
3 Groups

B 5 dREAPHAFRA T8I0 mRNA K FEA)FEAF
7K (B
Figure 5 Expression level of 7310 mRNA (A) and protein
level (B) in the AP cell lines with T310 overexpression
AP-Negative: 7 2 4 BELI¥) AP 41 il ; AP-TBI0: ¥ 71 TBI10 3£
(9 AP 40l ; AP-Vector: #5172 AT K AP 4RI +*: 55
AP-TBI0 M HL 22 5 4 5 2 (P<<0.01); 1 S 3£ R : GAPDH, n=
3; ~ A
AP-Negative: Untreated AP cells; AP-7310: AP cells overex-
press 710; AP-Vector: AP cells contain vector; **: Significant
difference compared with the AP- 7310 (P<<0.01), Reference
gene: GAPDH, n=3; The same below.

A
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2.6 TRIOEFETRIEITMPEIETHERI MTT MR

JiR 1 ¥ 4. AP-TB10+ AP-Vector £l AP-Negative
X3 Bl ., T HS B AR RS IR IR AT 2 R E)
MTT € , tH &l 6 AT %11, 5 AP-Vector Al AP-Nega-
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Figure 6 Growth curve of AP cells via MTT assay
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Figure 7 Results of B-galactosidase staining
A. AP-TB10; B. AP-Vector; C. AP-Negative; D. 4 it 7> #1 45
o BOEk A O
A. AP-TR10; B. AP-Vector; C. AP-Negative; D. Bar graph.

Black arrow: Staining cells
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TR10

Vector
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B8 HUVEC 4T
Figure 8 Migration of HUVEC cells

24 h

*k2 WETIBFEITER

Table 2 Statistical results of HUVEC cell migration

25 Groups 0~6h 6~12h 12~18 h 18~24 h
TR1041 TR10 37.36+5.36™ 19.27+1.54 21.70+2.50 30.84+1.82%
FHAMA Vector 34.45+1.37" 22.66+6.51 26.05+8.92 37.79+0.61*
KA HEA Negative 23.99+3.75% 21.33+6.13 18.89+1.49 35.49+2.42M

[F]—Z p EARAN K S 5 B R 22 57 R 35 (P<<0.01); [ — 1 i AN Rl /NS 7 B RO 22 57 d 35 (P<<0.05); 7] — 1 A T o7
BIRIRERAEE(P>0.05)
Values in same column with different superscripts capital letter denoted extremely significant difference (P<<0.01); The different

small letters means significant difference (P<<0.05); The same superscripts letters denoted not significant difference (P>0.05)
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