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=ABSTRACT=

A systematic study was conducted to identify and isolate a serologically pertinent antigen
with high speific activity and low cross reactivity from Cyslicercus parenchymal antigen.

Differential centrifugation of the homogenate yield three particulate and one soluble frac-
tions ; the 480X G pellets(CyL5). the 7650XG pellet(CyL3), the 100000X G pellet(CyLy), and
100000 X G supernatant(CyLs). We compared antigenicity of these antigens to that of cystic
fluid antigens(CyF)), saline extract of cystic wall(CyL;). and n-butanol treated CyL4 antigen
(CyLs) based on SDS-PAGE and immunoblot techniques.

The data obtained were as follows :

1) The ratio of O.D. value of ELISA against cysticercosis positive pool sera to that of negative
pool sera was highest when using CyF; as antigen. However, the ratio was relatively low in
case of Cyli4 and CyLs.

2) We have noted in previous paper that most strong antigenic activities are present in
63Kd band with low cross reactivitics. An effective serologic reagent must contain components
that are recognized by most of infected sera. 63Kd band met this critera and could be considered
as a reliable band for the diagnosis of cysticercosis. As far as 63Kd band concern., CyLs showed
most strong activities without disturbance of cross reaction by EITB in spite of low applicability
to microplate ELISA.

3) CyLs could detect the serum antibody of cysticercosis even in very low titers, around
cut-off values of microplate ELISA, by immunoblot. It also could detect the cross reactivities



of Echinococcus species, which showed high absorbance value in micro plate ELISA and some

sparganosis cases. Further purification of this antigen will be able to represents a antigen that

can be used in the diagnosis of cysticercosis.
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Fig. 1. Centrifugal fractionation scheme for Cysticercus cellulosae larval worm antigens.
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Table 1. Protein contents of each antigen used

Antigen Nature Protein (mg/ml) Yield (ml)
CvF, Cvstic fluid antigen 2.4 -
CyvL, Saline extract. larval Ag 3.7 -
CrvL, 480X G pellet, urea soluble Ag 1.7 20
CvL, 7650X G pellet, urea soluble Ag 0.3 20
CvLy 100000X G pellet, urea soluble Ag 1.7 10
CvLs n-butanol treated Ag of CvL, 1.2 10
CvLg 100000X G supernatant 1.8 30
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Table 2. Positive/negative ratio of ELISA absorbance
value of each antigen preparations against
pool sera of cvsticercosis and normal healthy

controls
Pool( + ) sera Mean Pool(—)
A B C control +/—ratio
CvF, 1.867 1343 1.130 1.447 0.186 10.6
CvL, 1.679 0.899 0.998 1.192 0.142 8.4

CvL, 1.630 1.187 1.271 1363 0.147 9.3
CvLlg 1.462 0923 0.788 1.058 0.183 58
Gyl 1.509 1.094 0.843 1.149 0221 52
CvL; 1.448 0963 0.729 1.047 0.191 5.5
CvLg 1.579 0864 0.943 1.129 0.143 7.9




Table 3. List of the cases and their serum activities against CvF) and CvL; by ELISA

Immunoblot Comparative ELISA
No. sex age diagnosis CvF; CvL;
1 f 52 Dermal cvsticercosis 0.378 0.325
2 m 61 Brain cvsticercosis 0.514 0.375
3 m 39 Brain cvsticercosis 1.487 0.554
4 m 59 Brain cysticercosis 1.059 0.597
5 m 42 Brain cvsticercosis 0.899 0.624
6 m 57 Brain cvsticercosis 1.595 1.096
7 f 49 Brain cvsticercosis 1.397 0.825
8 m 39 Brain cysticercosis 0.679 0.443
9 f 39 Brain cvsticercosis 0.569 0.383
10 m 45 Brain cysticercosis 1.442 0.779
11 m 43 Taenia saginata 0.125 0.270
12 f 34 Taenia saginata 0.170 0.393
18 f 19 Taenia spp. unknown 0.677 08592
14 m 18 Taenia solium 0.174 0.178
15 m 47 Taemia saginata 0.147 0.196
16 f 38 D. latum 0.331 0.322
17 m 38 D. latum 0.174 0.302
18 m 35 D. latum 0.117 0.273
19 m 38 E. multilocularis 0.198 0.524
20 m 37 Sparganosis 0.240 0.290
21 f 42 Sparganosis 0.188 0.315
22 m 50 normal control 0.103 0.108
23 m 38 normal control 0.079 0.141
24 m 28 normal control 0.144 0.240
25 - Phosphate buffered saline blank
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Fig. 2. SDS-PAGE findings of cvstic fluid(CyF)) and
cach fractionated Cysticercus larval worm anti-
gens(CvLi~Cvls). 3~20% linear gradient gel

with silver stain.

zAPonz ol uwit ofd FYUdE wi¢
3HA, = ow i AtepA gl AE Rl FE
vebUi ek 116~200KdAe] e} §F St CvF,
o 7b4 7% vhe-g& UEhY GiL oA CvLsE
7 £2 AU} O e & BolA] o
CyLedl M E 2318 CvLi B o 78HA 4=
91Kde] Y& HerA o2 YERA| T CvF ol A
744 738 80Kde] #fule CvFolAs oi¢
oFg WA CyL,~CyLgol N vl Zahsl 3a)
Stk 91~80KdAlol el A7t CvLyolA 5
3 vehua Iith 63Kde) FAdie kE(1987)
g #FE(1988) el AFE M e
$& dode FAUEA GF, Gy, CVL9 &
oz A FHATUsE CvLs(7,650XG HAHE
urea soluble antigen)ellA] RE| 7334 FH4=H9
CvLel M % Faistdl dA=lo] velddoh 43Kd
FAlE CvFole Q1 CvLFEE 63Kd9) &9
e 2e ¥heS Jehii Ao

3. 2t HiRE o8¢ EITBAUK

1) Bt 2 Btk pool serad] Whg
Fig. 30 EAI® wsh o] 91KdS] HEME O,
o] RE CvL6ol o]27|7tA] FAFH A =F ¥t
55 s M BEmEd detde Wgg do
Zth wbH 63Kde] HEME COvF 88 CvLi~
CvLeoll 7hA 5% Bt mgol wr-3-stdon [t
MiEols #8352 9tk Chromogenic subst-
rated] YAATE W WHEA CvLATHE Cvl,
CvLsZ Z $8 Hzk JWaA|th7E CvLyoll of=2
Wl eyl 1 o FYURUE A8t Cvly
£ CvLizs ¥ CvLeoll M3l JEHRIES] ehte
80~91KdAlo| 9] HEAE 2 116~200KdA}o] 9
FRmEC) 23T B8 OLsE L8] nbu-
tanolX 2 F Y22 A CvLyoll A veEbhtE FERRY
2l background®} Zao] 7Z+A 5|00 63KdY HT
Bt 7hd AstAl #aE g Cvlge CvL
AQl FAE ¥He-S YEMAITH o] ZA=
Hol Cvl,7t WESERIUFET tEo] EREME
#38F immunoblotA g Ay 8E F A&
Roz AZALE F AUt

2) RgEMmEe e CvLsfifee] ¥

63Kde] HIFHE AF 23 HEE ), CvLse
104 o] WEMSHRGE ZFoNAAN BERKES Ve
WA cH(Fig. 4). o] ol&2 Table 2.0 FA|E v}
Zo] ELISAolA 0.325~1.0962] HYo] Ao
case #17bo] cut-off valued} #& #&F& el
A Y Ae 25 BHEEC As mFeIutt
HIBH 2 (#22~24)2 63Kd2 EE o= FUY
AME GAAuS-& YA e gttt 599 Tae-
nia 2% F BREMES 24 ELISAV} [BHE
Eol glgen immunoblotdoll = FA] ujekst
w28 warh iyt #13& ELISAZLC] 0.8522 4
BulEnddAy e #7(0.825)F FARIY Y im-
munoblotdl] A1 & 63Kd&HAth= oF mekstn 21,
14Kd 9] HFEATS} 63Kd o] /doll A JEre Ry back-
ground®] F7Hgk JEbtth #12 |4 @0 FF0l
#2 2 499} v ELISAZLS Hol1 2121} 63
KdifiE#e weAdcs 84 ovigddA vegun
AN BEEFEF ZEAEAL 91,116, 80Kd



Positive pool sera

S

Soj A9 ¥heo] glo} 63Kdo] el = W3}
oroyom, #199) Echinococcus®) dlo) QoAM=
ELISAZ A= BBHERES 2Yd = £t 116Kd
ol Akl X1 9] FEiFRTMET o] B2 A} Spargano-
sis 26] A 116Kdo) 9] FAERFMET 0] BES
Ak

3) RgE miFdl oigh CyFio whg

#1328 Taewia Z2F unknowno] o2 ER
BRLmEDL s 2 S et
7} ELISAZOl 0.6772 WERMERHIS #5,
T #83 W5 FXYolx BFE2 A im-
munoblot’} 9] ¥H$-2 A Z3A deEtn AN
th o]RL CyFso #1301M9] ¥ g &
AolE e RO EA CyLsy ¥ oA e 63
Kde] ¥hg-o] wh$ m|FRAACHFig. 5).

£ B®

B Hgeo) 23 ELISAY) AR immunobloto]] A

v

Fig. 3. Immunoblot findings to various antigen preparations in positive and negative pool sera of cvsticercosis.
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Fig. 4. Immunoblot findings of CvL; against various serumn preparations.

1~ Cysticercosis, 11~15 . Taeniasis,
16~ . Diphvllobothriasis, 19 : echinococcosis,

20~21 : sparganosis, 22~24 © negative conuols 25 © PBS blank list of the cases and their ELISA results

were presented in Table 3.
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1~ : Custicercosis, 11~15 : Taeniasis,

16— ; Diphvllobothriasis, 19 ! echinococcosis,

20~21 : sparganosis, 22~24 : negative controls 25 : PBS blank

list of the cases and their ELISA results were presented in Table 3.

microplate ELISARCTH 9te s A5HS B8
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Foux B78ln 63Kdol QoA Echinococcus
FgEAol Holx Edo] wje G3ith= FE
Kong et al.(1989)!90]] X &A1 4 glon] B A
Tol X2l Echinococous REFRMIEF A1 0.50]743<]
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