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Fig. 1 The clone of hCGE ¢cDNA by RT PCR and its specific
endonucleases mapping
I, 2: hCGB specific RT-PCR amplification products: 3, 4: products

digested by Nae ]l : 5, 6: products digested by Pst 1 .
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Fig. 2 Determination of hCGE mRNA expression using RT PCR
in HelLa cells transfected with PCR3. I- hCGE vector

(a) hCGB ¢DNA amplifications by RT-PCR. M: 1 kb DNA ladder

marker. 7: from normal HelLa cells 2 ~ 4: from Hela cells

transfected with PCR3. IF-hCGE at 72 h, 48 h, 24 h respectively; 5:

negative control; 6: positive control. ( b) The comparizson of optical

volume of RT-PCR bands. [~ 4 are the data of optical volume of hand

I~ 4 from (a) (" P< 0.01 compare to control group) .
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Fig 3  Detecting the exprossion of hOGH sulbumit ot protein levd
in transfected Hela cells at 24 h by imoono fluorescent assay
o) PCRY. =hHCGE DNA trmnsleted Hela eells, (k) PCRAY 1 vehiele
eontrol trmslected Hela cells. Arrows indicate the hCGE protein was
Goreen [hinreseener woss melivaleml Dy

mainly wilh mlrwelluler state .
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bl smilely vined

Fig. 4 Humoral immune responses induced by PCR3. 1- hCGE
DNA with intramuscular inoculation by ELISA

p.i.: postimmunization. Sera samples of each group from 2 weeks to 8
weeks were detected, and the antibody titers were pooled and expressed
as lg (titer). The experimental group was inoculated with 20 Bg of
PCR3. I-hCGE plasmid DNA with intramuscular injection. 20 Hg of
PCR3. 1 mock plasmid DNA was sel as control. At 2 weeks p. i. all mice
had the boost immunization ( "P<0.05 T P<0.01 compare Lo
©O: control.

control group). = m: experiment; O
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Fip. 5 hOGH specific CTL responses following PUR3, 1- O3
DNA inoculation in mice

The T lymphocvie fom eperinental groop,  conteol group aod

vl rewled miee were stimuloted witli § mgd L hEGE for 5 o The jarged

cells and elfector cells were cor culiured for & b ot indieated E2T. Cells

vinhilily wos mewsared ol 390 om ool the specifie besis was onalyeed
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Q= eanlral,
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Fig 6 The antitumor effects of T lymphocytes and seea from mice immunized with PCRY. I- hOGE DNA inocolation were
detected by TUNEL assay in vitro

() Hela eells were corcultured with T lvimphiseytes Trom mice immunized with PCRI. 1 HCGE DNA eculation, (B Hela cells were

cor etiltiared with sera from mice inmunized with PCR3, -hCGE DNA meculation. () Hela colle were oo cultursd with T lymplioey tes

from mviee mommiee] with PCR3, 1 emply plasoid DNA ol .

(o) Helan wells were oo cullured wilh sera Toom miee snmaned

with PCRA 1 penpily plisnid DX A mocnlations. e} JEG= 3 vells were vor colbares] with T lvam plwsev e Fronm amsce wooonieesd with PCRA I

HEGE TN A moenbition. (1) JEG-3 eells were o eoltured wali T lymphisevies Trom miee somuonseed with PCR3 | emgsty gslasoid DN A

insculmion, Green [uorescence indicated apoplosis was induced i Helo cells and JEG- 32 red Tluoreseence was activated by 1L
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The Construction of Human Chorionic Gonadotropin £-Subunit Glycoprotein
(hCGB) DNA Vaccine and Its Preliminary Antitumor Study

r e . . e
CHEN Yun, SHI Shu-Qun, YANG Ying, PENG Jing- Pian
( State Key Laboratory of Reproductive Biology, Institute of Zoology, The Chinese Academy of Sciences, Beijing 100080, China)

Abstract The Bsubunit of human chorionic gonadotropin ( hCGB) is secreted by trophoblastic cells during
normal pregnancy. In addition, hCGB is also synthesized by many tumor and cancer cells, and it has been one of
target molecules for active immunotherapy to prevent and treat hCGB dependent tumors and cancers. The full
coding region of hCGB was isolated by the RT-PCR method, and was inserted into PCR3.1 eukaryotic
expression vector to construct the recombinant PCR3. 1-hCGB DNA vaccine successfully. Using HeLa cells
transient expression system, the capability of hCGP expression of PCR3. 1-hCGE was confirmed in vitro, and
the expressed hCGB protein was mainly with intracellular state. With 20 Mg PCR3. 1-hCGB plasmid DNA
through intramuscular inoculation after bupivacaine HCl inducing, the immunized BALB/ ¢ mice could express
hCGB antigen to induce both intensive hCGB specific humoral immune responses and CTL responses, and the
antibody titer reached high to 1: 8000. Moreover, both two types of immune responses elicited by PCR3. 1-
hCGB could attack HeLa cells to induce apoptosis in vitro. The results indicated that the immune responses
induced by PCR3. I-hCGB DNA vaccine have antitumor effects in vitro, and would be helpful to detect the

antitumor effects of PCR3. -hCGB DNA vaccine in vivo.
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