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Construction of vector for northeast China deer Galectin—1 gene RNAIJ/
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Chunyi*(1. Biological and chemical engineering institute, Jiangsu University of Science and Technology,
Zhenjiang Jiangsu 212018, China; 2. Institute of Special Wild Economic Animals and Plants, CAAS,
Changchun 130112, China)

Abstract: To construct the RNA interference eukaryotic expression vectors for the deer galectin-1,
and establish the antlerogenic periosteal cell lines infected by RNAI vectors. Two pairs of small interfering
RNAs targeting galectin-1 mRNA were designed. With both ends are equipped with Clal] /MIul] enzyme site
and a 9 nt hairpin structure, through the gene cloning technology, constructing galectin-1 shRNA expression
vectors were inserted into the eukaryotic expression plasmid pLVTHM, The positive plasmids were screened
by PCR and then sequenced. The recombinant plasmid with PPAX and pMD2.G was co-transfected into 293
t cells, the transfection effects were observed under an inverted microscope, the virus plasmids were
collected and concentrated, and used to infect antlerogenic periosteal cells. RNAi eukaryotic expression
vector of the deer galectin-1 mRNA was successfully constructed. Establishment of the stably transfected
antlerogenic periosteal cell lines may lay a foundation for the exploration of the roles of galectin-1 in the
antler regeneration.
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Galectin— 1 J2& 2 ¥ 2 FLAE 5 48 R K% (Galec-
tins) A Z—, TEMEBEY, MEHE,
T U B g2 S W 1A 22 A A B A v 4 AR
o BTN galectin—1 £ 1R 4 i Hh e 22
FEAER, SR AEAEYIRER, WK I galec-
tin—1 78 JBE AR 1 DX IR A i (Antlerogenic perioste-
al cell, APC)/ffi ¥i & B 41 B (Pedicle periosteal
cell, PPC) 3Rk 553838 ¥ B4 M (Facial peri-
osteal cell, FPC)HAHILAFEN] 225", BEHAHAF
Jeil S0 1 P A R OR A A ATt e i BE T AN S, HL
FEFE SR AT 58 A SO R T A R T
200 455 A T DR T 00 R A P AV T A ),
HEM galectin—1 AT RES  FEH A T A K% HK
Z, BfESaT1EM, 1galectin—1 78 B /EH
PURIREEAE A R ARA . RNA T E e R T
T W BT 22 dur, S 1998 4F 1 Fire % & BUE S5
FERITCERAL G A5 5 A8 7 AR Ui AR
galectin—1 FE[F RNAi A, FHRAGRE B A H X
BN, N galectin—1 7E - A iy il — 20 bt
FTELE R

1 AR B %

1.1 #R5iE5H

R RS BN AA RS Il a KA B
X ] PR 4 HE o %08 % BE & 48 pLVTHM,
PPAX FlpMD2.G =ikl /. Ecoli 1DHSa 32 =
RWS5 293 1, EHMRFRT I LEM; T, DNA
N . BRI N DI R NEB 77 i /)i Bk 4R
Boson & . R PR R IBGER & . BUIS BRI ]
Wi £ 0 QTAGEN 7= it 5 HP 56 4L istGi o & [
mis 2N TR & N Amresco Sl o
1.2 Ak
1.2.1  galectin—1 % B RNAi 245 & §f it

Fd # Angela #1 The RNAi Consortium (TRC)
RNAi FEAL s i e 35 00, 30647 shRNA T4 804k i3
it

i 1 NCBT _E BEA T [A] J5UE H X (BLAST 43 #r )
Wi i€ galectin—1 J& PR T L HE A7 45 83~101 nt f 281~
299 nt, FHRE S 22 40 7E RNAGHEFF 41 P 3 73 31
b Clal . Mlu GO S . NEREERE . 201
55 LU shRNA 4544

plv—G—1-sense: cgegtccce AGACGGACCTAAC-

CATCAA ticaagaga TTGATGGTTAGGTCCGTCT ttttt
ggaaat; plv—G—1-antisense: cgatitcc aaaaa AGACG-
GACCTAACCATCAA tetetigaa  TTGATGGTTAGGT
CCGTCT gggga 3'; plv—G—2-sense: cgegiccce CCA
AGAGCTTCTCG  CTGAA TTCAGCGA
GAAGCTCTTGG tittt ggaaat ; plv— G- 2— antisense:
cgatttcc aaaaa CCAAGAGC TTCTCGCTGAA tctettgaa
TTCAGCGAGAAGCTCTT GG gggga 3'

o R A 2 A SO, A D)L ]
JPHI R R Je 25 . DU AR FEAZL T IR B fh g AR
YA FA
1.22 shRNAB X

Y BS54 BB 4E 1 OD shRNA 1F SUi%/ e LBk
Vi T — 2B MR G T XUZ% K R Gl e 8V o 50
mmol - L' VA&, 70545 H 1 WL HEE A 48 wLiE k.
ZEm R, IRA G AE PCRAY EEATIB K2
123 EaFmEr e

28 Cla T 1 Mlu 1 3UHFYIRE W8S pLVTHM
5 MR 100 5 5 18 KO W42 B 123 76 T.DNA & 42 il
VER N AT Hz . B e W I A 2 U2 25
DHS5aH, #EATIRATERFR, FEHRECH P AR 4R HUST
K, LLPCR K Cla 1 MMl 1 XEGVI%EE, FHIF
ifE— L AIE
124 FAHFEOLE

14293 LA TR IR . ARG SR, A HtE
YL H G IR F) 90% . ALK U4 O
25 FIXTIRAL, SRR, Op-293t4l, % Ufs
AR FI pLVTHM . PPAX. pMD2.G; @p-shRNAI
M, #YLNE KT p-shRNA1, PPAX. pMD2.G;
@ p— shRNA2 41, %% YL Jig Jii /K Al p- shRNA2,
PPAX., pMD2.G. HAKBERILE [C w] HP 5 Y4 i
RV . FFAMIIEFRNAE 37 C, 5% CO5MF
TR TSR, 24 WG E YO RS TR GFP R
TR DL LI A2 e Bl
125 RFAF XA B

Wit e 24, 48 Wi BE A TURAR . Weds, T

ttcaagaga

SR A F X RN, 72 h S eSO B EE TR
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1k 2%E i shRNA 1E N e AR TEIR b 43 3B
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KGOS A 2 MR DNA %5 F BeH 45 R i 1
Fii7R o 153KkiE A shRNA 1F X8k, N 67 nt HAH
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HLUK S5 R I HaHT o 3 5 UKIE FIR KF 1, /N
F 100 bp Maker, SiEHiHA (£ 65 bp DNA F B¢ )
FHAF
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E1 shRNAIRNZR
Fig. 1 Gel electrophoresis of anealing shRNA
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Fig.3 Partial sequencing result of pLVTHM inserted shRNA1
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Fig. 4 Partial sequencing result of pLVTHM inserted shRNA2
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76 293 t 240 i R AT HP 5% 4357/ 5 p-shR-
NA1/ p-shRNA2, psPAX2. pMD2.G 1245 — Jfi ki
ILEL Y Rl S s CERULE =) o %24 h
Jo, TEARE 5O B AU T AT ULER B K | GFP 2
O, HISI A TR, BRSSO . fE
AILETR, 203 e AR KRR . HESIS % . 2R
VLT I s S we 7 11 O A R e = 2 D i
BN ALAE L 293  F-A1 25 iU B o
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T PP TR, 72 h G FE(R B 2 s
R REGEIIE, 25 HLEEL60%; FE0] It
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G, SR 6 iR CRAR LA —) .

2 W) FH B 20 3 1 B D Je g A T DX T 2
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B IR 20
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ZRNHFER 24 h 5293 tHIRAEK (A, XFERE) R GFPRIZBR (£, FLERHER)
Fig.5 293t cells at 24 h after co—transfection (right, light microscope)

GFP expression of 293 t cells 24 h after co—transfection (left, fluorescence microscope)
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E6 BEfL4AEXBEMEGFPRIE (£, WHEBRE) REK (A, XFEEME) BR
Fig. 6 Periosteal cells infected antler GFP expression (left) and growth (right)
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Galectin—1 & e Je B B 9 —Fh N IR ZS &
H, o Faifig, HA— DR A5,
# AR Z RMOE X AFAE, X p—F L HA ok
I AT LWE R ZFMEAE 2 WiE PR, galectin—1
Sk kA Ak T8 mE RS2 R
M, BAEAMASBROFERER AL K. M
BH . MEFE . ETERSE, BIMNGFRIR
KIE FPCHI L, galectin—1 76 APC H 3R 15 5 %k
15, 7E PPC 4 b 2R A5 550k 20, 1 AR N
galectin—1 3 R iE— M 235 | RIEAE , JEF T4 rh
galectin—1 =ik, HIFRGIEEFHLURE, i
HAEEH T MM psE 2 CEE ", galectin—1 7E
JEFFAE B ER, DR B 408
A5 ) R MBS OG T . AR AR T Il i AR R
W WIAETE, FE AR L A v R A B IR
PEFRUS ™ B AR IR H AR 5 D IR A R,
ORI 98 5 A S ilAE APC Y, TR IB A5 ECE &
() PPC I N — 2 WF 55X % o XF APC H galectin—1
HEATRNA T4, Al A#HSE APC 5 PPC 22 JH) 22 57 )i
L, HEW S R A O R, i — 2P A b RE B
HERLT BT e 22 ik B4 A

HHTRNAL Y A0z, AR m R

ZJE I A RO S R TR AR, R — R
B B TARAEROR . ARG T ik S 2 Ak
A SRR, E TR A B = FURL R4
Zrimmikl, BABERERCE, B RS
PEPEX I W B e S A IR BT f e i)
i 308 £ Xt HEAE JE galectin—1 FE D RNA T4 (907 45,
Xl B A 2 DX A B P galectin—1 3& R HE AT T
o, HIEG APC AT LA TR E AL AR LI
AR R G5 H Y APC, {HIF AR TR
HEF TR

AT 7 18 2 XEF X AR IUHEAE RE galectin—1
B S/N T T RNA, B RSh A e it
1L RE galectin—1 FE K RNAL 1895 8 — ik 20K R 40
B, ARAGTE E A AU R AR T D A I AR
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Fig.5 293 t cells at 24 h after co—transfection (right,

GFP expression of 293 t cells 24 h after co—transfection (left, fluorescence microscope)
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Fig. 6 Periosteal cells infected antler GFP expression (left) and growth (right)
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