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Preparation and identification of immunostimulating complexes from a hepati-

tis B therapeutic peptide
GUAN Xiao-ju, WU Yuzhang, JIA Zheng-cai, SHI Tong-dong, TANG Yan (Institute of Inmunolagy, Third Military Medi cal Univer-
sity, Chongqing 400038 China)

Abstract: Objective To prepare and characterize immunostimulatory complexes (ISCOMs) from a
hepatitis B therapeutic peptide in order to improve the cytotoxic T lymphocyte (CTL) esponses induced by
short peptide antigen in vivo. Methods The ISCOMs were prepared by dialysis appwach, and the for-
mation was observed with electon microscopy. The short polypeptide in the ISCOMs was analyzed with
SDS-PAGE method and the content of peptide incorporated into the ISCOMs was detemined by
Bradford’ s method. Results Typical honeycomb-like structure of ISCOMs was observed with electron
microscopes and hepatitis B peptide content incorporated into the ISCOMs was approximately 0.30 mg/
ml. Conclusion The ISCOMs were successfully prepared from the short polypeptide which founded a
basis for the further study on immune features of the complexes.

Key words: immunostimulating compexes; preparation ; characterization

(Immunostimulating cmplexes, 1S- ( )
COMs) Morein [ ISCOMs (BCOM's ma-
s trix) ISCOMs. BCOM s
( ). . Quil A , MHC
( Spikoside ) 40 nm II T )
s MHC I CTL
(39789010 [2~4] , ,
e o \ . \EBV =,
, 20 . 0236875223 BCOMs 1988

+ 2000-08-04; . 2000:09-29 . , ISCOMs



928

22

_IS_
COMs, .
SDS .
1
1.1 £ &EF KR AEAH T
Megal0 Sigma . Quil A
Superfos Erik Lindblad . SDS
Marker(2 500 ~ 17 000), Sigma (MWM-100). 30
.10 30
1. 1. 1 (Sigma)
(Sigma) 20% Megal0(w/v) (
10 mg/ mD,
1.1.2  Bradfords 100 mg G 30 mgSDS
50ml95% 100 ml 85%
1L
1.1.3
1.2 5Bk
1.2.1 ~ISCOM s
(0.25 mg/mb). (1 mg mD . Quil A
(1 mg/mb) s 2h ,
24 b 4°C 48h, 8h PBS(pH 7.2~
7.01 (~801) .
. 0.22tm
1.2.2  Budfords ISCOMs PBS
1 mg ml BSA . 0 50tg BSA
50 111 ;50 11 ISCOMs 50 11 BSA
1 ml Bradfords s 5 min;
BSA Asos 3 BSA .
ISCOMs (mg/ml).
1.2.3 SDS-PAGE ISCOMs
1,
0.1 ml 0.01 ml TEMED ;
10 cm, 2 cm, 15 min .
, 0.1 ml 0.01 ml TEMED,
; 4 C . , s
i . : 20 mA,
1 h; 30 mA, 4 ~6 h( 1 em). 30 min,
1h 2bh 30 min 1.

1
Tab 1 Formulation of the gels

Component s Separating gel(ml)  Spacer gel (mD)  Stacking gel(mD)
A crylamid solutrorl 5.00 3.06 1.00
Gel buffer 5.00 5.00 3.10
Glycerl L60 e
Water 3.40 6.9 8.40
Total 15. 00 15. 00 12.50
2
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Fig 1 Ultrastructure of hepatitis BISCOMs (TEM X5 000
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Tab 2 AS9S values of standard tubes

BSA(mg/m1) 0 0.2 04 06 08 L0
Asos 0.000 0.0 0100 0.148 0.211 0.275
= 0. 9968
2.2.2 -1SCOMs SCOMs  Ass
0. 0835 .
0.33 mg/ mL
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SDS PAGE
Fig 2 SDS polyacrylamide gel separation
of hepatitis B-ISCOMs
A: Hepatitis B gly copeptide (10)-ISCOMs; B: Hepatitis B
lipopeptiole ( 30)-ISCOMs; C: Molecular wedghte tharker
from sigma; D: Hepatitis B peplide(30) (as. conlra); E, F:
Hepatitis B peplide (30)-ISCOM s
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