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Cloning, Prokaryotic Expression of Rat RVLG and
Preparation of Mouse Anti-RVLG Polyclonal Antibody
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Department of Biology, School of Life Sciences, Inner Mongolia University, Hohhot 010021, China

Abstract: In order to identify rat ovarian germ cells, we expressed and purified rat RVLG protein in Escherichia coli cells and
prepared a mouse anti-rat RVLG polyclonal antibody. The rat RVLG cDNA was obtained from rat testicle tissue by RT-PCR and was
cloned into the vector pMD19-T. Sequence analysis proves that the cloned RVLG cDNA fragment was 60 bp longer than that released
in the GenBank (NM_001077647), resulting from an alternative splicing of the RVLG pre-mRNA. The RVLG c¢cDNA was double
digested with the restriction endonucleases BamH I and EcoR I, and then was extracted from gel and inserted into the prokaryotic
expression vector pGEX-4T-1. The recombinant expression plasmid pGEX-RVLG was verified for successful construction and then
was transformed into Escherichia coli BL21(DE3) for induction to express the GST-RVLG fusion protein by IPTG. The GST-RVLG
fusion protein was expressed in Escherichia coli BL21 (DE3) at a high level which accounts for more than 10% of the total bacterial
cellular protein. The purified RVLG protein was used as an antigen to immunize KM mouse for the production of polyclonal
antibody in ascetic fluid followed by celiacly injecting the mouse with S180 cells. The mouse anti-rat RVLG antibody was analyzed
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by ELISA, Western blotting and immunohistochemistry for its specificity and titer. The antibody could recognize RVLG protein

specifically and its titer was about 1:20 000. These results confirm that the mouse anti-rat RVLG polyclonal antibody with high

affinity and specificity has been prepared successfully, and lay a foundation for our ongoing research on the specific expression of

RVLG in rat ovary.
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%5y T8 Marker((FRMBE F 16 A= AL WF 5T T);
RNAiso Reagent, RNA PCR Kit(AMV).rTaq &M .
pMD19-T. dNTPs K FR i M: N VIEE4 W B K% 524k
Y1/ wl; DNA marker. $L GST H5efEHi 1A (mAD).
HRP Fric £/ 1gG Abg 58 % HRP- DAB JEY)
B & 50 B Jb 5 TIANGEN; Ultrasensitive
S-P {7 & (KIT-9701)#1 AEC & (o33 & i 5 2
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Kit(Clontech); 3 F&4& 5 (BBI); PVDF Ji&(Solarbio) .
i Y & M 4> 1 & b5 g (Fermentas);  TMB(Sigma);
Hopth Ak 223550 Sy [ 77 43 r 4l o KB AT B BL21(DE3)
H A= ) A 2 S0 e 2 o B I L N S A AR R B
pGEX-4T-1 FIKJAFFE DHSo FHAS LI = - 17«
S180 #i i 1 N5 R L ah M E Y = 5
AR E T E S R N AR R Y
Wistar K 5% B BT/ BRI B N 58 K% 5056 3

%EF"DO
1.2 7%
1.2.1  F/9H9¢s1 465 PCR 771

1) 183G #4E GenBank F& 5N
NM_001077647 /¥4, H Oligo6 {451t v b
RVLG cDNA 5524 627 bp B—XI 519, L5191k
5'-GGATCCATGGGAGATGAAGATTGGGAG-3';
TESIY R 5'-GAATTCCTTTCCAGAGCCTGTT A

CTAC-3'. W5 |¥y 5% %M A 1 BamH I #l EcoR I
I R I L 530 BT 3G 7 BeA BE 639 bp. 5
Y TaKaRa 23 A48, 2) RT-PCR §14: JI b #5iv:
AE%E 53 d Wistar BfEMEICRL, WL, ]
TaKaRa RNAiso Reagent o7& 4Bk FlE2 AL L
M4 RNA, K5 ] TaKaRa il &, DAEREL
[ 6 RNA AR AT S e 5k, [ IR &Rl 10 pL:
B RNA 2 uL, AMV Reverse Transcriptase 0.5 uL,

Oligo dT-Adaptor primer 0.5 pL, 5xRT Buffer 2 puL,
MgCl, 2 pL, dNTPs Mixture 1 pL, RNase Inhibitor
0.25 pL, RNase Free H,O 1.75 pL. Sk 5% [ v 54

42°C 1 h, 99°C 5 min, 5°C 5 min, PCR W& Z K
25 uL: ¢cDNA 2 uL, 10xPCR Buffer 2.5 uL, rTaq i
0.125 uL, k. TFiFE5 %4 10 pmol/L, dNTPs
Mixture 2 uL, KE#BLEK 16.375 L, PCR JZ v
40 94°C FHZAZ Y 2 ming 94°C 281 30 s, 57°C
130 s, 72°C #EM 1 min, 35 MEFR; A 72°C
FE{#H 10 min,
1.2.2  FHHFTEBINTIIIERIF

# RVLG cDNA HY PCR /4 55 pMD19-T 5a [,
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K45 KRl RVLG cDNA Ry wRE . JRRIEF/NRPL RVLG 2 H £ BRIl &

1983

Ki%EH:(Z ] TaKaRa Aw] pMDI19-T # Ak RS 1 B
), RIFH b DHSoEZ AW . 2% H 58 5 T
VEHUPE TS, $RBIRBUTRL, Z50R PCR )25 i ik
M BAE SRS, A BRI P YD Hind T gD
BamH I 1 EcoR I W {4 ae . 2/ 3 AN FH M v
P4 ] TaKaRa 28w, IEHI ST 2 N
pMD-RVLG.

1.2.3 RVLG JHEZARHI NI &

Pk A% F IR AR pGEX-4T-1, HEkiRNA
GST t&&E M, Ae5 HME D Sam A& RiE. HH
BamH I il EcoR I AU 8 20 5 p 44K pMD-RVLG,
22 B g WHEE e v, 1K I F AxyPrep DNA & it [R50 5]
&l RVLG Hi® B, 5] BamH 11 EcoR I X[t
Y1) B i) pGEX-4T-1 ZRIEEARE 4 . F &4 W
Ak DHSBEZ AT, TR 37°C HigRid ik, £
JUAS BRI, RSN, JETTREYI % E, mah
pGEX-RVLG, #RJ5 3% HilllJF .

1.2.4 pGEX-RVLG 7 A/ 17 BL21(DE) /7 /19 714
N SDS-PAGE 4

$ 4 F IR AK pGEX-RVLG % A E. coli BL21
(DE3)EAZ AW T, Wik T84 Amp FIE % b
9 LB AR FR I |, 37°C #5357 10 h J5PRICA 7%
FEAP T & Amp(100 mg/L) R 2 (L R 2 g/L)
f) LB WA R, FEHE Ago=0.513 JalnA
IPTG #5343k . & WAV 5 5, 7 i WC4E B,
8 o AT O B T R 45 4 SR O B RO B,
A RE B AE SDS-PAGE Hi TR IS AR, DURIE
K UKIE P T R B R R . B RS B0
WA BB W, FLl 12%0 SDS 38 [N 4 Ik i 158 1 o
4 9 H %5 BL21(DE3) i . pGEX-4T-1 % 1L 1
BL21(DE3)i . k2> FHEE 1 marker M2 KRB
pGEX-RVLG % fLHE XTI, 5 IPTG 51
pGEX-RVLG AL [FIAf LIk . % B iisa i g )5
JIE 8, A TR €208 AT S 43 BT L AR A ) B ) £ 2% Gk 1
#it o JH UVI Band #4085 1 & wIF i H &
5> F it
1.2.5 GST-RVLG 44 % F7//9 Western blotting £ %

¥ SDS-PAGE [HLIK %= PVDF )5 It
GST mAb J—3$i, HRP bric Fhi/N 1gG 2 —hrik
1T Western blotting 43 #, DAB 444, #iiA B3 GST
PRI R4 H GST-RVLG £k,

1.2.6 GST-RVLG Z&L70921F

1) ¥ #4if: IPTG K& S 5k £ ik,
12 000 r/min, 4°C, 2 min &.0CHEFE K100 mg~
500 mg), AN A Extraction buffer(Giif &+ i), 7
UK E M S, O GST i & uktralifth, B
EHRFT-80°C, 2) HIEHA I BN (R 2l
1k): PEG- 20000 ¥ 45 Wi 4 5 () 2lifk & ., SDS-PAGE
vk, DATAYLEE [ marker S8, HPE HE AN
syt MY N RN, BAKKEN KCl R
(0.5 mol/L) 5 min, ¥ B — M M0FL M 5% )5,
PN Ay, FFU /N AR, B EA BTSN,
TE AT HH K P I 2% 9% (pH. 8.9 Tris-base 50 mmol/L,
H 4 & 50 mmol/L, SDS 1000 mg/L)F¥) 7K - Ha, ik 1
H60 VR R (5 100 V3 hyBEAT H A H A3t
o R HBUR BTSN 5%, HFHLIFR BT R A
PBS (0.01 mol/L, pH 7.4)Z& vhi b 4°C i&EHr 1 d,
] EEFE 4 h fe 1 KT .
1.2.7 RVLG [k ZE i kED R 75

Bradford 2 5E 25 VR FE K5 4l46 Y GST-RVLG
G L SRR RS 4 . R8P RITR A B
WARBIZLR, ST, M 20, R,
F N AR HAEK 15~20 pg, [AIRG 10~15d, H:AuEs
W S UCR NG i B N5 08 ) o fiefi — K B
JEJG 5 d ME M M BTARSUNY . SRS I TE ST S180
AE(1x10%0.3 mL), FE/NRIERIEAK . B IOGE
it FFERUCEEIE K . /K4 4°C. 2000 r/min B0 5
min, W _FiE 5%, —80°C fR-17 .
1.2.8  PEBEAK RVLG Z T EH KT K7

1) Western blotting 7% 43 %I & W $t /& X
GST-RVLG @& HEHMALIEHAF RVLG R
P RAE B IEME Wistar K REEALE TR AR, Jn
A R AN S L B AR, #¢ 1:10(g/10 mL)L
B A 2 T 3R A 20 2, K R A
10 min. # 75 AR, 4°C 12 000 r/min, 25.0> 10 min,
W B 3, FH Western blotting #:1ll RVLG I /K Z 1
PR SR ALA A 1 RVLG 1R 5] . 2) % 4H 4
ARZE A 60 d WP R BRLDIF 5L, 4% 2 5 I EE 4°C
Mg, A, 5 um LY . B A
JER, Wi R JEF 60°C HUAR % R 2 ho U R B |
KALJE, 0.01 mol/L #7:45 R h 2% M (pH 6.0)H s
B 15 min, =R %5 R E A 40 H &
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(BT ) HRAE 25 BRAR UM A P 15 328 42 Ak 4y i EL b 55
(G50 A) IS TR L E AR I, TE R 1 S i e
7 B)E ] 20 min, WHM/NEPTAKE RVLG 240
(1:150) 0 —4t 4°C W F & . W H A Zirid
HEP/N R IgGOR N OF R E 20 min, HE8E
PrA W & - A AR GAR D)E R E 10 min.
AEC B EF R A, AEC KIFEMHEE A RE . Bk,
[Fi) B 35 B D R e 928 19 /N BRUBE /K b 3 Tk —H0 i ]
PEXT HE
1.2.9 DETEAK RVLG Z EEG K95
K A a4 ELISA 3% € ik st difb)s
GST-RVLG & 1A 95 (pH 9.6, 0.05 mol/L fi iz £
ZZBOFR B ERUE N S mg/L, LA%EFL 100 uL 4°C
AR EEPR AR o VRIRZE WP (pH 7.4, 0.15 mmol/L
PBS)BE, 43I 1:100~1:20 000 ) RVLG /K
Zyt 0.1 mL, [RIBFHIEHR BRI KM, 37°C
B 1 ho VESJISHN 1:1500 B9 HRP FRid F-40 M 1gG
0.1 mL, 37°C#¥F 1 h, PS5 TMB €4, 2 mol/L fii
FRZ b N o ELISA BRI Agso ARG RE o 25 R
PIRIRE A (B (P)/BA X BE A fE(N)>2.1 R FHPEAY
e K Z B B M 2 i

2 &R

2.1 RT-PCR F=HIIRBEHE SRR BBIK L E

¥ K EL RVLG cDNA RT-PCR = ¥ 4 7350l W ik
Je ek, 25 OLIE 1 BYEE 2 JKIE, 7EZ 700 bp 46T 1
FREASEI, FLTUY 639 bp A BEK.

1 2 3 4 5 6

bp

1200
900
700
500

300
100

1 RT-PCR P=#)F1EH KB PR B MEEEYI 5 R
Fig.1 RT-PCR product of RVLG and restriction enzyme
digestion of the recombinant vector
1: DNA marker II; 2: RT-PCR product (699 bp);

3: pMD-RVLG/Hind I11(452 bp); 4: pMD-RVLG/EcoR I+BamH I
(2.69 kb and 699 bp); 5: recombinant plasmid pGEX-RVLG/
EcoR I (5589 bp); 6: recombinant plasmid pGEX-RVLG/
EcoR I+BamH I (4.89 kb and 699 bp)
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22 BEHETEIBHRNEBAREDFEAMBTILER
MEFEER

AP 34 B9 RVLG F B %6 425 bp 4647 Hind 111
W0 467 5, T PMD-19-T #ik b LA % B A 4,
PRI T R AR Sy fF — 25 % 0 v B R B W R B iR
Pi . M AR pMD-RVLG 520 24 Hind 111 Hfif
). BamH 1 fil EcoR I XY, 258 LK 1893, 4
VKB, S 5lY) i 29456 F 3 500 bp A5 RT-PCR
FEPIAR R AT, LAY RVLG A Bt pMD-19T
B

JIFEEE 3 4~ pMD-RVLG ¢ [ ()3 45 S 2445 51
687 bp M B (Kl 2). 5 GenBank /31741
(NM_00107764)AH L, WFRZH 60 bp(JrHEHT), H
45 bp 7 THRIEF A5 457 bp Z 5, 3 15 bp fif
45 583 bp Ji o (HILRIFHIER 3 AMIEA R SN 5
B P FIAH ], B G ER L R T 5 B % AR
pGEX-RVLG H#{#;{A ] EcoR I ¥ifii{] . BamH I f1I
EcoR 1 XY 1 vk 25 UL 1 19 5~6 TKiA, i
4 A R Be 5 RT-PCR P=¥A[H], E—200 745
U] pGEX-RVLG Fuhirdfi A RVLG 5 i SE k1)
RVLG cDNA fBJ¥4l—2%, H'Y5 GST iy ORF Y
HE—3,

M5 RVLG cDNA #5115 KR 2 54k
FL[R 4] DNA 4 ¥ %) (ftp://ftp.ncbi.nih.gov/genomes/
R_norvegicus/) AT HXT, 45 5RAEHE K 4 47 51 4k
F TR AE R Z 1 60 bp(JE 3). &0, TEIZIX I
PR EE R 2 DNA EHA 6 A PIfiss, # LA
GT1-AGl. GT3-AG3 §§Y], /& NM_001077647 ¥
5, £ GT2-AG1. GT3-AG2 BY), 5t2si JyA s
55 A A 2 0 P 4
2.3 RVLG ZEXBHEHHIFRIE

1t BL21(DE3) Wtk Hhifs ¢ Kk f5, 12% SDS-
PAGE M ELER LK 4, 4 IPTG 5%, BEFRLEH
1A pGEX-RVLG 7£ E. coli BL21(DE3)H A # =%
K o1 Ago=0.513 JE A LM 100 mg/L 1) IPTG,
P 4 h BRI PERL G S R s (KE 8),
F| 5 h BHEAEAFINGKE 9). 4 UVI Band %
P pr s & & O 5 A B E 1 13%.

2.4 Western blotting £ EEAHMEER

f anti-GST 9 3¢ B B0 A& 1F S — P k47 19

Western blotting i35 & /8 pGEX-4T-1 %5 # & ik
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GGATCCATGGGAGATGAAGATTGGGAGGCAGAAATCCTCAAACCTCATGTGTCTTCCT

ACGTTCCTGTATTTGAGAAGGATAAATATTCTTCTGGGGCAAATGGAGACACTTTTAAC
AGGACTTCAGCTTCATCATCAGAAATGGAAGATGGACCTTCTGGAAGAGATCATTTCAT
GAGAAGTGGATTTTCCTCTGGAAGAAATTTAGGAAACAGAGATATTGGCGAGTCTAGT
AAAAGAGAGACTACATCTACAACCGGTGGCTTTGGAAGAGGAAAGGGTTTTGGAAAC
AGAGGTTTTTTAAATAACAAGTTTGAAGAAGGTGACAGCTCTGGTTTCTGGAAAGAGT
CTACTAATGACTGTGAAGATACTCAGACTCGGAGCAGAGGGTTTTCCAAGCGAGGCGG

CTATCCAGATGGGAATGATTCGGAAGCTTCAGGCCCATTCAGAAGAGGTGGAAGAGG]

[TAGTTTCCGAGGTTGCCGCGGAGGATTTGGTCTAGGAAGACCAAATAGTGAATATGAC

CAAGATCAGGGATCACAGCGTGGTGGTGGCCTTTTTGGTTCTAGGAAACCAGCAGCAA

GTGATTCAGITGCAATGTTTTACAGIGCAGTGGTGACACTTTCCAGAGCAGAAGTGGGAA

TGGCCGAGGTGGCTACAAAGGCTTAAATGAAGAAGTAGTAACAGGCTCTGGAAAGGA

ATTC

Bl 2 X RVLG ORF 5’k i A= #I 0y 7 45 R
Fig. 2 Sequence of rat RVLG fragment at 5’ of ORF
Two primers were underlined. Hind III site was in bold form. Two excess fragments were boxed

---TTCAGGCCCATTCAGAAGAGGTGGAAGAGJG_;lAGTTTCCGAGGTTGCCGCGGAGG
2

ATTTGGTCTAGGAAGACCAAIGTITAGTAGTGG A+ TTTCAAATAAlA__(]:]ATAGTGAATA

TGeseeee TGATTCAGS@GAGAAATGAA"""AATGTGTTGCI.éTGCAATGTTTTAdj_G\G

CAGTGGTGACACTTTCCAGAGCAGAAGTGGGAATGGCCGAG4@GAGCTC ------ AATT

TC"[TTAAT4EGTGGC ------ CTGGAAAG++++

3 AR 2S5tk RVLG DNA #B45 F3l
Fig. 3 Partial sequence of rat RVLG DNA in chromosome 2
The introns were in bold form and splicing boundary sequences GT/AG were boxed. Two fragments underlined were the same
as the excess 60 bp cloned in this paper. Dots represented nucleotides omitted

1 2 3 4 5 6 7 8 9
F iid

kD wo kD
97.4 —= 1 2 3
662 — o GST-RVLG 72— -
— - Fusion
43.0 y i 55
protein =
A o
31.0 — 13— -
GST protein

34— W
20.1 —
«- 8 alals = 4 -

B 4 F|HFRIE#HIK pGEX-RVLG 7 E. coli BL21(DE3)
R RIE

. _ : _ B 5 =HEHR GST-RVLG Y Western blotting #&:
Fig. 4 Expression of recombinant expression vector

Fig. 5 Western blotting analysis of recombinant protein

PGEX-RVLG in E. coli BL21(DE3)

1: low molecular weight protein marker; 2: supernatant of BL21
(DE3); 3: supernatant of BL21(DE3) transformed with pGEX-4T-1
induced by IPTG; 4-9: supernatant of BL21(DE3) transformed with
pGEX-RVLG induced by IPTG for 0, 1, 2, 3, 4 and 5 h, respectively

using anti-GST monoclonal antibody
1: prestained protein marker; 2: total supernatant of BL21(DE3)
transformed with pGEX-RVLG induced by IPTG; 3: total supernatant of
BL21(DE3) transformed with pGEX-4T-1 induced by IPTG
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{19 GST % 1 F1 pGEX-RVLG ik 19 T 20 % [ # i %
anti-GST mAb #5455 (8 5 55 2. 3 IKif), kW]
B RIBEHE SR GST RS &M
25 RVLG EEM4ALERE

2 SDS-PAGE 43 #r, 13 GST A5y H A9 1 &
WA VRZEE (R 6, Tkl 4), TR
PP R Llifh, S5 RIEAR KRR T 244 (B 6, WKif 5),
HAfEE AT 3k 85% LA b, AT LR S B R

kD
974
66.2

43.0

6 iL/FEHER GST-RVLG B9 SDS-PAGE #: il
Fig. 6 Analysis of purified recombinant GST-RVLG
protein by SDS-PAGE
1: protein molecular weight marker (low); 2: unpurified total
protein of recombinant strain with induction by IPTG; 3: soluble
fraction of recombinant strain with induction by IPTG; 4: first-step
purified protein of GST-RVLG; 5: second-step purified protein of
GST-RVLG

26 MERITAR RVLG &=k EE
Western blotting 25 g 7/~ /N Pt KB RVLG £
TEREBIARE S GST-RVLG EH 454 (E 7, WKiE 2),
If HAL AT LRSI GST #r%s 11 (81 7, VkiE 3).RVLG
EORFET AN o FIZBUAT KR AL
WUPR L R il 4 20 EE 4R ) E AT Western
blotting K, Z5H /R, SEIMHLEARBITEL
80 kD AbA7 B 2 A U3 S5t (18] 8, kB 2), ML .
JHERI A 2L0% A (B 8, VKl 3. 4. 5), RH/NRBTK

kD 1 2 3
72 — e
5 —
43 — ..
34 —

7 EYHEH GST-RVLG Ay Western blotting 5 &
Fig. 7 Western blotting analysis of recombinant protein
using polyclonal antibody against GST-RVLG
1: prestained protein marker; 2: purified protein of GST-RVLG;
3: total supernatant of BL21 (DE3) transformed with pGEX-4T-1
induced by IPTG

26 —
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kD
95

72

El 8 #l RVLG ZmEMAMBRERIEETE
Fig. 8 High-specificity of RVLG polyclonal antibody
1: prestained protein marker; 2,3,4,5: total protein extracts of rat
testis, muscle, liver and lung tissue, respectively

F RVLG MK 2 i B P i HoAT 30 i 1 8URe F PR R
D

A PEAAL SRR, RVLG £ akdiiknl 5
KRNI RVLG HAZA(E 9 A
ik Bian) , M mA B S i BE M 5 €, T BF A X B
CR 2 Ay 1/ BRUE K b3 WA —$t) JE B e B

B9 INRILKRRVLG % sekzhuikadsefz Bt E R4 4(x400)
Fig. 9 Immunohistochemical analysis of mouse anti-RVLG
polyclonal antibody (x400)

A: analysis of polyclonal antibody against RVLG in 60 days’ rat
ovary (x400); B: negative control of 60 days’ rat ovary (x400)

2.7 RVLG Z mEHIRM B4

]2 ELISA 02 /N BT K B RVLG 25 i K
Z B RRIZE LB 1:100 ] 1:20 000 AY&A
i B (PR S AL RVLG &4 U, Piik
A IE 1:20 000(F 1),

F 1 (@ ELISA ME RVLG BRI M

Table 1 Analysis of potency of polyclonal antibody against
recombinant GST-RVLG by indirect ELISA

Antibody concentration Negative Null
control
1:100 1:500 1:1000 1:5000 1:10000 1:20000
0.091 0.001

1.223 1.213 0.974 0.664 0.339  0.225

3 Wi

K RVLG i F 2 S4efafk |, H cDNA &K

© FERZERMEMHARTATIKSHIEST http://journals. im. ac. en



K45 KRl RVLG cDNA Ry wRE . JRRIEF/NRPL RVLG 2 H £ BRIl & 1987

3.1 kb, gwf% 713 PMEIER, HAT DEAD Kk
FRHIER) 8 MRSFHE . 5)TWERY vasa A (XVLGI)
BIRITHNAE 52%0—BEF 85%MAHBIER, A
GenBank [ 373 RVLG cDNA 4K JF5l(C&#5:
NM_001077647) )5, i P £ 08, AER L
JK N i LA S PR e iR . ekt s, A
RT-PCR AR, MNAKREAHL S RNA Hogped
RVLG ORF 5' i ) 687 bp . M ¥ 45 H I
NM_001077647 J¥512 60 bp, 4> HI7E i 5 b A Be (1
55 457 bp AL A1 538 bp kb £ 45 bp Al 15 bp, H K
Bl 2 SYe@kItNa s RVLG HEFT 4 Xt 7R
RVLG WEBAIL T I i1 60 bp, HIASLIGZE R
M TR E RVLG 1Y pre-mRNA 7£ BT YJ i L EAZ A=
Yy F B9 U1 7 2 GU-AG HEA7 0] A8 BT M v A 1), A%
SEIG R BRI — K Bl RVLG mRNA HE#pE 57 ) 7 =,
WA W AHE, HEE#E 5 RVLG 4K,
DIAS A 52 AL RVLG mRNA %8s =, Ak
= 7R RVLG F B P 5 NM_001077647 45 3 4k
Z 5 (R 99%), W 2 AL, ¥k
Ala(A)E N Gly(G), ANt Em, vl ik— i
(N RN

Tl 25 15 A 110 22 T [ B A T B v 4l P B D
Mo 382 A2 3536 H 40 26 1 nT DAAR PRAS 31 K i 4t
JREE T, wHERERAE . GST RN & RIERL )
AT &G EANERS, ZR% 5 HMWRASAH
P HAT RBRCE R . BB T - B (455
R AT R A R T AR e T IR AT AT 2l Ak, 15 34
A B S . K GST FRZEVIR, 1538 —
HEE M. FRIXHE 5 AT TS SR ffE AR oh
W H A EAE S . AR pGEX-4T-1
FAARAE R AT o LD #2351 Al %% GST-RVLG
A A, T E A GST FrZEX) GST-RVLG @4 ik
HEAT T 4k

S180 4ty AT LAFE BUIE s PNVl B3, FIOpILAA
FEAERRIEK, WRREIEZ bR 1Y AR
W T /NRIT KR RVLG AR K 2 5o BTk,
B 5 BN A3 AT RS2 T HUAR iR S 2 A KRR AL
1 RVLG & [, W T Il &5k BA m e ik
i EE 4 2L 24 Fll Western blotting 45 /R, PUikRE
TSR U BN BRI R 22 LN B RVLG 3, HOAR
RETFUN R BN S U iy e i i AL s 4 8, X
—2E R 5 DIATHRIE A9/ VASA B P AR S 20 AR
HRE SR R R I 5 e A — BT ARSI R BT
AR — 25 1R I BRI S A= 7 200 b R s AR e KRR

UIE Ao Pt N S0 S S R SRR e
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