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Preparation and identification of monoclonal antibody against angiopoietin-related protein 2

MENG Shu' ,CAO Jiang' , HUANG Sheng-dong® , QIN Yong-wen'” (1. Department of Cardiology, Changhai Hospital, Second
Military Medical University, Shanghai 200433, China;2. Department of Cardiothoracic Surgery,Changhai Hospital)
[ABSTRACT] Objective: To prepare a monoclonal antibody against human angiopoietin-related protein 2( ARP2). Methods:
Human spleen ARP2 gene was obtained by RT-PCR. A pET32a-ARP2 plasmid was constructed and was incorporated into
E. coli. The products were purified and were used to immunize 6-week-old BALB/c female mice. Hybridoma secreting anti-
ARP2 monoclonal antibody was obtained by standard procedure. Mass production was carried out after specificity identification
with Western blotting. Results: The fusion protein obtained by pET32a system had a relative molecular weight of about 570
000, which was in accordance with the theoretical value. The purity of the protein was more than 90% after purification. The
antibody titer was 1 : 10"in the hybridoma culture supernatant and 1 : 10"-10° in the ascites. The IgG2a type antibody had a rel-
ative molecular weight of about 570 000 by Western blot analysis. Immunohistochemistry method showed that the antibody bond
with human ARP2. Conclusion: The prepared anti-human ARP2 monoclonal antibody in this study can be used for identification
of ARP2 protein.
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(angiopoietin-related protein 2, ARP2) % A, #f 5% & #, S E AL
ARP2 Z5# Dy HE5 1L £ R 1 (angiopoietin 1, Ang 1) 26 1.2 2%&XA 5 %M 43 A ARP2 2 PCR 514,
oL (R G P9 2SI 5 fe AR DR A JB 1E Ang 12206 py CAG AAT TCA TGA GGC CAC TGT GCG TGA C,
Tie 2, Edelberg %1 % B /N AT A8 A2 1 I F (platelet-de-
rived growth factor, PDGF) 42 # 4 K B P B9 32 22 42 1l 45 A
AR AR BRI TS 56 % B AR KRR ARP2 5 PDGF
B 35 BT B L E S AR BT BRUR N B R aA 3 8GR

P—:GAA AGC TTT TAG TGG AAG GTG TTG GGG T
(NE KA T AT ; pET32 33k i kL (Nogagen A A ) ; 58 4
KA 5E 4 3B A7)  RPMI 1640 15 97 58 | 8- 19 M Wy | Yk 5 1

WA ARPS 62 L0 WL 5 0 v e IR VERE (Sigma 2 A sl A S o
FEFT th T NS i B 5 K9 A ARP? 85 B 51K (mon- I 3E (Gibeo A ) 3 B 2 ZBE 4000(Merck 24 7)) s B 13 A 4k
oclonal antibody,mAb) H 8 , B I [ 7741 % $t A ARP2 mAb Y Fric 2E 9t Bl 1gG (Calbiochem 24 &) ; MABTEST iR 7 &
SR S A LUGUR AT B OR RE  ASBF5E UM EE 8 4 ARP2 K R 2N A)) 5 BRE A T X (BIO-RAD 2 &) 5 28 whil 1-4  Fi ik
W R R R, ERBHF R P IERREEL ARP2 &
M a5 e s W, W 2 S H R H 4 5t L ARP2 mAb, [BE&WE] MEEKHAKFEHES (30171029). Supported by National
B7EN ARP2 BIBE MBLHRIOF S 4 it —FPp B T A, Natural Science Foundation of China(30171029).
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20 45 B 0 B BN AN M SR LY L 37°C R, PBS MR ST
3 28 R M o B AR o A W B AR 0 E B R [eGL E IR
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Fig 1  Electrophoresis result of pET32a-ARP2 infusion
protein after induction and purification
1:Before induction; 2: After induction; 3:Obvious band after purifi-
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Fig 2 Results of Western blot of ARP2 monoclonal antibody
M Marker; 1: Group Ad. ARP2;2: Group Ad. Null; 3: Group PBS;
4:Standard ARP2
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Fig 3

Immunohistochemical detection of ARP2 in human cardiac tissues( X 200)

A Positive result of ARP2;B: Negative control group;C:Positive control group
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