2 HWEAER

- BFRIEE - BIOTECHNOLOGY BULLETIN 2016, 32(8):1-6
HERE CGI99 EBE RNAI &R HFHIHE R B X RE
B T4 B 34 58 9 32 i

Bk Ity MSUE KR AL

CPER R B BT RS a0 1A ERE R %, K3 130000)

W E. ARRRENFORRREKKZ, sSTHLAELERTER T8 (AP) ¥ CGI99 AR #4T RNA T#, FaFHR
7 R A g G I e AT 1 KA RTMETE R CGI99 JA B 69 shRNA A7 5 #H Ak pLVTHM &4, Z )55 pSPAX2, pMD2.G
JRk 4 HEK 293t fm e, HRAF TR mA, B AP e ; it %K€ & PCR AR CGI99 A R &) FAAKT ; idit MTT 5 3is
M CCI99 A BB 5T AP 4m 3§ 7 %oh . R eRAKT K@HE TH, FTHRAFAD 70.8% ; MTT LIty KB W LS T—5%, ZR
F, RAMAET AR CGI99 K Bt RNAL HAKF TR T CCI99 KW AP fafie b e fik, BAnF 4% CGI99 W st AP 4m
LG 38 35 T R

K . RHE ; RNAL; CGI99 AW 5 BT amm

DOI ; 10.13560/j.cnki.biotech.bull. 1985.2016.08.018

Construction of Lentiviral Vector for CGI99 RNAi and Its Effects on

Antlerogenic Periosteum Cell Proliferation in Sika Deer

LU Xiao SUN Hong-mei CHU Wen-hui ZHANG Wei LI Chun-yi
( State Key Laboratory of Special Economical Animal Molecular Biology, Institute of Special Animal and Plant Sciences, Chinese Academy of
Agricultural Sciences, Changchun 130000 )

Abstract:  CGI99 of antlerogenic periosteum ( AP ) cells from Chinese sika deer was interfered by using the lentivirus-mediated gene
silencing system, and a preliminary study on the gene function on proliferation of AP cells was proceeded. One sequence shRNA targeting
CGI99 of sika deer was designed, then reassembled into the lentiviral plasmids pLVTHM. Together with the plasmids pSPAX2 and pMD2.G,
recombinant lentivirus was acquired by their co-transfection into HEK 293t cells, and then infected into AP cells. Detecting the down-regulating
expression level of CG199 mRNA in infected AP cells was conducted by RT-PCR, and the effect of silenced CGI99 on AP cell proliferation was
assayed by MTT. The results showed that the expression level of CGI99 mRNA in cells that infected with recombinant lentivirus was obviously
decreased, the interferential efficiency reached 70.8% ; and the curves by MTT assay tended to be consistent. Therefore, in this study we
successfully constructed RNAI vector for CGI199 and interfered the expression of CGI99 in AP cells, and preliminarily confirmed that the CGI99
presented insignificant effect on the AP cells’ proliferation.
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JORLEA T AR s

%1 shRNA 573l

FBI# K J¥#51 (5'-3")
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pLVTHM-S2, 34 i Brd% i Marker [ 200 bp 2571 .
TV, 25 [0k pLVTHM 947 5% H- Bty 85 bp, [
PR TR 434 R BEA 141 bp, FF ARG 45
5 SIS WUARALRT, R 2R Bk % B S B 8 A oy S
B R RE o P ah R A A E PR se R IR A T
%) shRNA, B RNAi $E457 25551

bp
1000
700

500
400

300
200

100

M : Marker ; 1 : pLVTHM %5 J50KE 5 2 B EE 40 0k pLVTHM-S1 5 3« B
A ok pLVTHM-S2

1 EAFRHPCREELER

22 EUHIE R E =R KA J20314m J R A
7 293t 41 g o U 17 X-tremeGENE HP 4 5 /Y
pLVTHM BHYEEE 4Tk . pSPAX2 F pMD2.G = Jiik:
Y BESR 24 h 5, TEBIESOL RS T AT IES
F R EAMMPRES 1) GFP 98 (18 2-A), 1E
ARV E A AT IR I, 293t AR 2 FRR
A ROIRS R, JCAEANNE (& 2-B), FHI=Fp
JoRL B Y 2030 4 L4 R AT, AR RSN
TR
2.3 EAR R F AL RAP DI B f
FH AL 1 Dy 018 05 1 Sk e AP M, 48 h S 7E



122 4 % ¥ A @ 48 Biotechnology Bulletin

2016,Vol.32,No.8

A« BIBSOLEME T YRR ;B ¢ BIEAZE RIS T ML
B2 =kt 24h J5HY 293t 4AR

B BB T g WK 3 PR, Gt
(1 AP 4 i A7 R 2R (260 A TALEF, i Al AL
J& R — R AT 2 AP A AR RORES RAF .

A BB SOLEME T YRR ; B« BIFEAE RIS T ANIE S
B3 ZHISRFHLH AP 40 (48h)

2.4 B E g
%%@%mwﬁwﬁﬁﬁ% AT 9
R, 38 L v i 2 T AL, GAPDH LR A
CGI99 TR ¥ W e vy 3 . A 27249 oy ik
HATE AR AT, B 4 AT, SR RRAP AH L,
AP-S1 1) CGI199 JEH 1) F ik /KRR M, T4
ORIEF] 70.8%, T AP-S2 1 CGI99 H PR 1y e ik

120
98.90 100.00

it PRI R X e /%

AP-S1 AP-S2 AP
Earoyisi
E 4 RT-PCR #&ill CGI99 & E HITEAKF

AAAR R eI 2 # pLVTHM-S1 [ BRI REAS A
ROTER CCI99 FEH MR L, ARLIRG 1 Al e (%
A ILFRIBMAERE AP A ZR .
2.5 00199T¢HXTAPémﬂ@/\f’%ﬁéﬁ v
176 d 1 MTT 325 /5, K 5 T Hl, AP-SI
Ko AP-S2 (A3 FH AR T 5 25 IR RE AP AL, A 2
FHAEe B B K P> 0.05), BB CGI99 1Y
VR AP 20 A A 1G5 A B S S, [ B
7 T R X A PR P VAT S

12 0 4 AP-SI

AR RHL
=3
(=)}

R
B 5 MITRIEAEKL

3 itig

REEAE AL sh Py hE— T LR A AR s, 78
Bl B K R RO Y A R . BRI
ZAh, HmFREFE A T FAM . TR L
B T RO A 2R, R S I I EL
R TR A RTRERR B RS E
% R Z2 7 b Jg 240 PR B R e 7% L I I B A A T
UK SR 41 % B S HLATS sl ke g s i 0 I
I, BF5E CGI99 FE K 1 Ui RE S A FA AL B 454k
HE, 1M H AR KT C6I199 I 25t £
A PG RE T 5 2 2R U R A R A R
FIFEEF X AR B RUAHE 5 CGI99 BEFE B &
A5 TR T REFTT H AT i A DL A

RNAi AN —FPbi ot FE I D RR B TH,
FHSCIG MR, DL AR, B
12 M N FHAET 53 40 M A 1 S0 I S SR TR . R
fIGaYT b DO ARSI T RNAT RAR SR TR T
ca%%lfﬁpﬂw¢m%$ [Fi] Fsf o B FEAE
WFFE B L SUR AENLRI AR, T i SE R it


chunyili
备注
qPCR


2016.,32(8)

BEIREE - MEAERE CG199 JER RNAG 1895 75 28 AR o by e S LX) B 2~ 40 Mg 1 30 1740 52 i) 123

T—RaRGE S, T MTT S250 25 1 R CGI99 FE R
AITTERXT AP 4 A HE 58 IF A 3 52 m, itk
T 122 35 DR 7 A4 6 34 B 1T s/ A R S PR A
AR A A RETE AL 73 Ab 7 A B 2 PER

ARG THRIE TR CGI99 L A4,
RIZIEH TR g & E . AR e, Rif—
AAEREE B HAW RS Y th B9 G199 R 2
RESAE LR AL %, (B ILAEAE LA 55 5 5%
il AL A R T ARSI
4 it

ARSI T T C6I99 JL K 1E AP i iy vh
Rk, M THEERE CGI99 JEH ) RNAI 1895 B
AR, I HVERUE T C6I99 Fe N BT ER X AP 40
JL 3 5 A R

5 & 3 #k

[1] 9hertly, 225, RS, 5 . SRRt e (1] .
RIPITEREEE , 2009 (8) : 26-28.

[ 2] Goss RJ. Deer Antlers. Regeneration, function and evolution [ M ] .
New York, NY : Academic Press, 1983, 290-291.

[ 3] Kierdorf U, Kierdorf H, Szuwart T. Deer antler regeneration : cells,
concepts, and contro- versies [ J ] . Journal of Morphology, 2007,
268 (8): 726-738.

[4] LiC. Histogenetic aspects of deer antler development [J]. Front
Biosci ( Elite Ed) , 2013, 5 : 479-489.

[5

—

Pérez-Gonzalez A, Pazo A, Navajas R, et al. hCLE/C140rf166

associates with DDX1-HSP C117-FAM98B in a novel transcription-

dependent shuttling RNA-transporting complex [ J ] . PloS One,

2014,9 (3): 90957.

[6] Beme, SNCTA , 5KAG 55 . DUREE AR R AR AL T ).
AR RHE SR L 2015, 4 ¢ 71-77.

[7 ] P65 . FR RSO , 55 . RS Rk Bk T AT
SRS AN P21 JEI [ ], fARAl R E244 L 2014, 36 (1):
116-121.

[ 8] Li C, Suttie J. Morphogenetic aspects of deer antler
development [ J ] . Front Biosci (Elite Ed) , 2012, 4 : 1836-1842.

(o] kst whate , B, 45 . BRI REANDCIEA Cl4orfl66

MU R R A VR R A S 0k ()] . ohE s

ZEYIHAR L 2010,5 (3) : 189-192.

[10] Guo J, Wang W, Liao P, et al. Identification of serum biomarkers
for pancreatic adenocarcinoma by proteomic analysis [ J ] . Cancer
Science, 2009, 100 (12) : 2292-2301.

[ 11 ] 92 . JBNRm ML 25 BT s S0R1E & CCRT 5 IR IR in

GERERAROGTERTSY [ D] . B . 2 H R, 2010.

Rodriguez A, Pérez-Gonzalez A, Nieto A. Cellular human CLE/

—
—_
5]

[

C140rf166 protein interacts with influenza virus polymerase and is
required for viral replication [ J ] . Journal of virology, 2011, 85
(22): 12062-12066.

(13 ] RETE . HSN1 LY @ 3 5 %8 50 B0 71 53 WL 4 F
2 [D] st - APEgOLRABE L 2010.

[ 14 ] Mateos J, Landeira-Abia A, Fafidn-Labora JA, et al. iTRAQ-
based analysis of progerin expression reveals mitochondrial
dysfunction, reactive oxygen species accumulation and altered
proteostasis [ J ] . Stem Cell Research & Therapy, 2015, 6 (1) :
119-135.

[ 15 ] Waldera-Lupa DM, Kalfalah F, Florea AM, et al. Proteome-wide
analysis reveals an age-associated cellular phenotype of in situ
aged human fibroblasts [ J ] . Aging ( Albany NY ), 2014, 6 ( 10 ):
856-872.

[ 16 ] Huarte M, Sanz-Ezquerro JJ, Roncal F, et al. PA subunit from
influenza virus polymerase complex interacts with a cellular protein
with homology to a family of transcriptional activators [ J ] .J
Virol, 2001, 75 (18 ) : 8597-8604.

[ 17 ] Lee JW, Liao PC, Young KC, et al. Identification of hnRNPHI,
NF45, and C140rf166 as novel host interacting partners of the
mature hepatitis C virus core protein [ J ] . Journal of Proteome
Research, 2011, 10 (10) : 4522-4534.

[ 18 ] Brobeil A, Graf M, Eiber M, et al. Interaction of PTPIP51 with
Tubulin, CGI-99 and Nuf2 During Cell Cycle Progression [J ] .
Biomolecules, 2012,2 (1) : 122-142.

[ 19 ] Gartel AL, Kandel ES. RNA interference in cancer [ J ] .
Biomolecular Engineering, 2006, 23 (1) : 17-34.

[ 20 ] Pecot CV, Calin GA, Coleman RL, et al. RNA interference in the
clinic : challenges and future directions [ J ] . Nature Reviews
Cancer, 2011, 11 (1) : 59-67.

[21 ] RS0, A E Mk . RNAD HOR AT AL 25 b i F 7 ik
J& 1] EWHoRIER , 2014 (12) : 55-60.

(FAERE  Fhh)





