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Preparation of anti-LRRC4 polyclonal antibody and its application
in constructing expression profile of human gliomas
with different pathological grades
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Abstract: Objective To prepare anti-LRRC4 polyclonal antibody and analyze the correlation
between the expression of LRRC4 and pathological grades of gliomas in rabbits. Methods Appropri-
ate protein sequence with good hydrophilicity and antigenicity was chosen by analyzing with DS Gene
1.1 software. The corresponding nucleic acid sequence amplified by PCR was used to construct a re-
combinant pGEX-4T-2/276 bp. E. coli JM109 transformed with the recombinant was induced by
IPTG to express GST - fusion protein, and the fusion protein expressed as insoluble inclusion bodies.
Then the purified inclusion body was used to immunize rabbits. Once the titer of antiserum reached

1:10° by indirect ELISA | the serum was collected and purified. The expression-profile of LRRC4 in

(DU #5 H H#A ( Date of reception) 2006-09-07
{EE /v ( Biography) Z=F1(1981-) , 2, WARGHBIH , B, 3225 DA S e (e e 3009 B IRl LRRC4 /) D) BT 5T
{#ifl{E & ( Corresponding author) Z=f#: i, E-mail ; ligy@ xysm. net; H-%@l iH/EH : iCIH4E, E-mail ; wuminghua554@ sohu. com

H £ 15 B (Foundation items)  [H 5 & K FA0F5E 1R (2006CB910502,2006CB910504 ) 5 [1 5% B AR Bl 2% 3k 4 (30600224 ) 5 ARG & A 9K
Bl 345 (061120080 ) 5 A [ 17 -1 J5 Bl 2f F4x (20060400265)  This work was supported by Stat Key Sci-
ence Research Program of China (2006CB910502, 2006CB910504 ) ; National Science Foundation of China
(30600224) ; Natural Science Foundation of Human Province of China (06JJ20080 ) ; Postdoctoral Science

Foundation of China (20060400265 )



374

H R R A2 (R 244 ,2007,32(3)

embryonic tissues and gliomas with various pathological grades were obtained by western blot and im-

munohistochemistry with the anti-LRRC4 polyclonal antibody. Results

The highly specific anti -

LRRC4 polyclonal antibody whose titer reached 1:10° was prepared. The relatively specific expression

of LRRC4 was detected in the normal brain, but reduced expression or loss of expression in gliomas

was also noticed by immunohistochemistry , and there was a correlation between the expression level of

LRRC4 and the pathological grade of gliomas. Conclusion

The anti-LRRC4 polyclonal antibody

with high titer and specificity has been obtained. A correlation between the expression level of LRRC4

and the pathological grade of gliomas is detected , which lays the foundation for advanced research of

LRRC4.
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% 5 # R 1 H Amersham Pharmacia Biotech 2\ & ,
pcDNA3.1( + )/LRRC4 K & = {4 @ 17, E. coli
IMI109 JEZ 41l 0 RiEE4Y LRARA
A, UBT W1 fise o JR 40 M W [ 2€ [ ATCC
1.1.4 AZKAREEHEIHY E G & 2%
HAHLRAR A 6 ~7 7 &KES 15Tk
5, R IR T ) AR 1 4 PR A B o R B AR AS O
U5 v R 2 I RE 5 B s BB, AR 4 WHO 32
brUE AT 2 o

SRR PO 2 R, MEE L3 AR, B H 2 ~
3keg, 34 K WH Eilgh R LR E, Hh e
K2 sl W2 AR R B 55
1.2 7%
1.2.1 & 44k pGEX-4T-2/345 bp & #: % 4k
pGEX-4T-2/276 bp # # # L pcDNA3. 1
( +)/LRRC4 Jy Bt F Pyrobest & H g # 17
PCR ¥ ## , # i pGEX-4T-2/345 bp & 41 {4k, &M
JFIE 95 J5 SR Bl — 2 PCR &7 8 35 by 2 il 2% 1k
pGEX-4T-2/276 bp , ¥ & 4fi A R Bt (1 BH 1 5e B 3%
T8 b A R R m L
1.2.2 @m&oZadFdhait Sxbuadi E2/8
W Zs [ 8 1& pGEX-4T-2 | fit 2k f& pGEX-4T-2/276
bp B & 4 W Fp E AMP* (100 pg/mL) i) LB
Bigp e 37 CHR G I IR o 4% 12100 Lb 4Kt 2ok
IR W WAy WA 2 AMP® LB J 553,37 C
PRI E Ay, =0.6 ~0.8 I, il A IPTG & & ¥
FE 1.0 mmol/L k& 853% 5 h, 5.0 WL H K, %
JH PSR A 24 i 2 T AR 1 AT SDS-PAGE 43 #r .
A S L JE DA e RR 5 B 1l B A



LRRCA ZA0 | 98 B AE R AN [ 2R 50 i e JBJRa 2 S IS P e . 2

P, % 375

K —Hu i Al Western I #F 17 585 o #% 1 3R &1
B 35 Bk AR pGEX-4T-2/276 bp 1 1 ¥ K 5 &
Ja B WA TR, I ATV 1 PMSF 289k iy 0. 1
mmol /L 1 41l 1& 2¢ f# 2% vy ¥ (50 mmol/ L Tris-HCI
pH8.5~9.0,2 mmol/L. EDTA pH 8.0,100 mmol/
L NaCl, 0. 5% TritonX-100, 1 mg/mL ¥ B4 B ) &
B A RS B VLT, T A 0.
2% WA JHEE, 1.0 mol/L JRZ 1 0. 1 mol/L Tris-
HCl J2 5 Uk i 5 #6147 SDS-PAGE ) #r , W ¢ 4li 16 %L
R

1.2.3 2 AB%HRAGHNE SR ER sh¥)
o BE T, B 2% K ORI, 8] #2 ELISA [ Western
EJY 35 4 0 4 9% HiF I3 5 LRRC4 4 (1 09 e b 1, Tk
S SR SR LT TR & LRRC4 (1 K AR BLik , [A] i
BB 2 AR S B M B T e A B R K E
LR IR DR TE Y N - S IS N AR SR i B R T
FUL G R #8 B T 2 50T 5 e, W0 IR e e
3 Q58 A4 ), s Bk 2 P Bl IS 58 A, fhg
FAEEH 0.5 ~1.0mg/ kg TR G SG 4 3 A o
75 1M SR S, 55 6 JRl BEAT 55 2 Y o i .
BRI S 5 5 ~ 7 d il H- % BkCR L, ELISA
ORI E IR Ny O e S B 1 ) N R 7 9 A
T 7 B T IS o B I T 2R B R B D UE TA L
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Fig. 1 Analyzing the hydrophilicity and antigenicity of LRRC4 protein with DS Genel. 1
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Fig. 2 Identification of pGEX-4T-2/345 bp and pGEX-4T-2/276
bp Ml DNA marker ( DI2000); M2. DNA marker
(ADNA/Hind TIT) ; 1. pGEX-4T-2/345 bp digested by
EcoRI and Xhol; 2. pGEX-4T-2/276 bp digested by
EcoRI and Xhol

M 1 2 3 4
118.0 kD
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-
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Fig. 3 Induction, identification, and purification of GST-fusion protein

A SDS-PAGE analysis of GST-fusion protein expression M:

Protein marker; 1. pGEX4T-2 expressed in E. coli JM109 before IPTG induction; 2: pGEX-4T-2 expression after induction;
3. pGEX-4T-2/276 bp expression before induction; 4: pGEX-4T-2/276 bp expression after induction; 5; Dissoluble pGEX-4T-
2/276 bp expression after induction; B: Western blot analysis of GST-fusion protein; 1: GST protein; 2: GST-fusion protein;
C: Purification of GST-fusion protein; M: Protein marker; 1. pGEX-4T-2/276 bp expression after induction; 2. Dissoluble
pGEX-4T-2/276 bp expression after induction; 3. Purified GST protein; 4. Purified GST-fusion protein
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Fig. 4 Titer analysis of antiserum by indirect ELISA
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Fig. 5 Identification of anti-LRRC4 polyclonal antibody by immunocytochemistry ( x 40)

A . U87 cells not acted by anti-LRRC4 anti-

body, negative staining; B: U87 cells acted by anti-LRRC4 antibody, negative staining; C. U87 cells transfected with
pcDNA3. 1( + )/LRRC4 not acted by anti-LRRC4 antibody, negative staining; D: U87 cells transfected with pcDNA3. 1( + )/
LRRC4 acted by anti-LRRC4 antibody, positive staining of LRRC4 protein in cytoplasm
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