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et slapaie /)43t

REEE: F4EA%(Towplasma gondi) e AZ e 7| 43e TEAE(Coccidia)e] dFT oz
FUL oz 7pR) Az A= gles o)F U ¥4L deshd, AzpstEal welM Am
) 2 "Har) vl 54¥XR(RHF) tachyzoite?] £-3]F 2 #9341l SDS-PAGE(sedium
dodecyl sulfate polyacrylamide gel electrophoresis) 2 2 238 @3}y 7o 7195144
(EITB, enzyme-linked immunoelectrotransfer blot) & Algiste] w-eT BAsieict, E7) (New
Zealand4}) T BALB/cthg~Z E4¥AEeR WY e A49A7)2 3F &8 753 Fo AY
saich, el & Erh ehes WA YRR FA) LS $A7F 1:1024 == 1:1289%
golalgnt, BATAE 445 7 2ugile s SDS-PAGEZS A5l ¢ 10 kDadlx 220
kDazl7| $49¢ &2 Frds nydcl S42FAF &85 9L G EAR EARE
o g e ERwRe 23004 35 kDazb] 52 w-eelE HaAsigler IgGel [pMe] TER-S
9= 24, 27, 30, 35 kDacllA] 23wl $u]341S g6 A2 AL | TP =2
o BAe 92 g A5 33(P30), 45 kDad] vh&dirl F8 dE & 5 2 FLEA}
3% CHL AZ2Z inviroofA wiFA2) 5 sjekde] AANE 3slorn EMNBE A #HesdS o 20

kDa, 30 kDa ¢]&}2] E&eA dbgdrl F3=5id

ol4L2 30 kDa #4le] oz

tachyzoites] §a B3 ohie} PulFolAE WAL FY PAVE ¢ + A

-

E 2 E A& (Toxoplasma gondii) & TEAE2FH
(Coccidia)e] Z3slE $ZFeo]9 bradyzoite,
tachyzoite 2|3 oocyst-sporozoite 52| tlekglh
Hefg ARy, m ELFARE AZFWlAT 7
Al fgo)nZ Avhuake] o8 $e] =t \t
F B Fabsle] 4717} in vitroe]| 4] bl
oFd AfolH Z(fibroblast) 52 A|Ze) HIde
dhedo] it} F o= FAEE Ao A7t Ad
(Wee et al, 1992). ELISAE o]83 79¥ay
318l &3] (Ise et al, 1985), PCR 52 o]&%
Edes] fHAs B4 9 Ad= shedicd
(Brindley et al, 1993: Makioka and Kobayashi,

<24 19949 109 219, A=Y 119 11
o,
co] ATE 19929% oyt oWt m

TH] XQPoF o] Foizl g
A A AA)

1991). = 139 izl A Folu} el A
A77} Bisie] S50 Hduk-g Jdogle A
£ ¥4 % 425 (Bonhomme et al, 1994).

o] dpoMdEe BALFAE(RHF)E SDS-PAGE
£ 043} tachyzoited A5l d9id-& B5
&1 T gondiiz WY e A% E7) =i of
2o AEY FPAH o vhgAA FiEd A
7 e o1 (enzyme-linked immunoelectrotrans-
fer blot, EITB)< ©]-4-8}¢] @& nitrocellulose
membraneo]| o]HA|Z F FAFAE RHFTE &
ojgtel & sty = 45T FukayaT E
BeverlyF2. Ztd® nh-¢2 FHAL o)83t 35
gl EAE dol¥ w4}k vk, w FFH b
2] Brrofolr} CHL cellg |43 in vitro ®|ek2
AR A FAEAFS] RH|gelS Zbelr w14}
sledct.
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1. E4ZXE U &

24273 RHFE ICR wb20l4 136 23]
4 w7k FAsed Adsidcl 3 342 F
ol$2% 54 A7l 3 48389 (phosphate
buffered saline, PBS) 4 mls B7h) FAipsiz,
7del& ol 500 rpmefl A 5E3F GAEe|ste 4
Halg dx ohA] 2,000 rpmell Al 1043F U4 ¥l
sl A dF2 2L F PBSE 33] A s}
2 F A Abgstedcl. v 4
(excretory-secretory antigen)-2 5% $-#je}ldA
(fetal calf serum)-2 #7}s} MEM (minimal
.essential mediam) Bl =] | 4] #i<F3}t CHL(Chinese
hamster lung) celle]] 1~5 x 106 tachyzoiteS in
vitro2 z}dA71 37°C. 5% CO,-incubatorsl] 4]
7247k ok & wijok g SAstE 3.000 x gl
Al A Eeele] Aol dg e centriprep 10
(Amicon, MA)el| Yol ohA] dAgelste] 1082
FEAR H ERgAez Agsidtt, = BALB/c
ol$-2~of 1-2 x 1062] RH tachyzoiteZ E-7}W 3t
717 32 F AR wteaE AAAR,
vhi-2s B7MHE PBS 4 ml At Eg A
Astol YAAA ARAs AEshem ol
£ W 5347 SDS-PAGEE Al#skic
HeFes Eao] PBSE W2 AHapohes BN
& ALashich. 7 329 @ ke Lowry et
al(1951)8] v e = Aeksigdc)

>

ol

2. MESES BY U HEH

HAeg Y A¥ FEZ T New Zealand ¥ =
71 % BALB/c t-F Agsieic, @ wAl
2 A BE-ANE ALY SIS
tachyzoites(2.6 x 108 cells)ells 42 g4 3}
Y& 300 wplo PBSo| Mz, 7)o ke
Freund's complete adjuvant(Chemicon, Los
Angeles, CA)E o] E7]2] daled ) 23 o
zalstz, 4% ¥ %% 9L Freund's
incomplete adjuvant(Chemicon, Los Angeles, CA)
st el $3o AsFAAe 14 WY 109
2 23 Hy 109 F 23 204 F 279 A
B me ARoE FY AT L 2ol
—20°CellA Hsled Apgeiyct A4 ST ¥
A& 5] A Aol Pelstch

o-$2= W RHF tachyzoited] &3¢ 8-
4 (50 W)=} complete adjuvant-g E§Hslv}
X . y=ug 22§ tachyzoite(?2 x 108)% 1F
Aoz 43 ¥7) Fastdz A AAE 43
of b AN APt FHE AT,

Fukayas$} Beverly5:¢] #3a3L 10~20719

tlo
]I'll

cystS Phee B FQAA 7F Fol e W
Hom A3ty AL EE|she] —20°Collq w3
stadchrt ARgdtelel. AdFEE AG9A7] A%
ELxApRe] 244 1L tachyzoite(RHF) S
2 JF - AL AYEF glass bead(300 an
AF)E Al 108 o] vortex mixE FAe] A3
3t @rlAdtell A AFe Fdr)t Gdig FAT F
3.000 rpmellA 208 AM3] FA AL A3
o}, e H4L Lowry et al(1951)9] =l
o Fd3tdel.

3. ZtEF A Y (indirect fluorescent
antibody test, [FAT)Z 0| &% X7} &3
(Fletcher, 1965)

E4¥A%E tachyzoiteZ PBSZE 4°Cell4] 2,000
rpm o2 107F 335 dAdAHsz 2 kel 10%
ZE2RHEE o 30¥7T zAFdAG. 14"
tachyzoites & PBSE 33 4|&% ol-& 1% NH,OH
o 5EZF A& A F PBSE 33 A5
o}, 2 AALE 3% Tween 802 % ALelx 587}
2% ohg o4 PBSZ 33 AHslz 47} 2 x
105/ml =A F-fob-g ukFe] Zelelz FE)iof
50 W o Aol Az:A7]la —70°Coll 23
gl Zr gAY e el o Algslyrt.

gele =gk efo]=e 1:8~1:4,096% wiF
4978 E7 e whfso] A 20 py g
Aol Gojrely 37°C 25AkRelA] 14)2F Ek vt
2 #kgld), o]F PBS(pH 7.4)% 23] 43sls 3
F2 13 AHg ob$ F43 conjugate
(fluorescein-labelled anti-rabbit goat IgG), IgM
(Fe fragment, =9 #2F 20 mg/ml. Cappel,
Pennsylvania) %= anti-mouse IgGE 20 1% 4
omd 37°C LgAAelA 147 B g A
o} o] IgG conjugate: (.2% bovine serum
albumin (BSA, Sigma, St. Louis)e| 3% PBS
(PH 742 1:30 22 543 Agstadch of
FZo|=E ofA PBSE 23] M A3l il 1
3 AH e 0.1% Evans blued] 587k 443}
ek, A4E Lolel=g FREZ 28 AHsn
Aedq A=A e 90% gycerin(pH 7.4)©
2 2w3le] 3 3F¥ 9|7 (Fluoval, Jenaval Co,
Germany) 0 2 F33}5}. ol U AET 4
o BB G Ax FA7F DL v o A
Feoz WRHAOD WS VT LHUS
Q39 $7F T dol= PRgoE BN,

4. Sodium dodecylsulfate-polyacrylamide gel
electrophoresis(SDS-PAGE)
E4¥at%E tachyzoitesE 2% SDSel 1% 2-
mercaptoethanol-g- -3t 62.5 mM Tris-HCl 2
249 (pH 6.8)e4 2 x 108 tachyzoites/ml 5



=9 4de A5, 587 FY F 2.000 x go
A 1087 A Relete] dL AHde FPPog
A-4-819d o} (Verhofstede et al, 1988).
Laemmli(1970)2 ¥b¥el] ule} discontinuous
buffer systemS Al-g-g}ed, 12 5% runming gels}
3% stacking gelel4] 2 x 108 tachyzoitesE 300
2] sample bufferel] o] 5E7F Bal & YAl 5w
slo] e AFNs well F 50 pl¥ st
stacking gelo|4+&= 15 mAZ running geloj 4=
30 mAZ dA sl 3ol SDS-PAGES A sstsd
o Ar)edEd g 2Y AR ZRohd(MW
14,400--97.400, Bio-Rad, Rockville Center, NY)
< Al§3lo] Lambin(1978)9 W e #atslq
Lo, A7) %F % gel-2 Coomassie brilliant blue-R
2504 9 Y57 immunoblottingel] AM8-5)-53 ),

5. Enzyme-linked immunoelectrotransfer
blot(EITB)

EITB+, Towbin et al.(1979)3 Tsang et al
(1983)4] Whel wet Aastdet. H7)d 537 gel
< nitrocellulose paper(pore size (.45 um, Bio-
Rad, Rockville Center, NY)o| = 3ztx# transfer
buffer(20% methanol, 25 mM trizma base, 19
mM glycine, pH 8.3)2 #-2 o3 70Vel|4 342k
Eqk Aol A AT, FZHohue] AolR nitrocellulose
paper< amido blacke 2 g4 sfe] =24 Azl
R ER PPy

&le] Ao]¥ nitrocellulose papers 5% skim
milks] ‘o] 37°ColA] 142+ Ee} wgAA ¥ E
olF %S JAA7|2, 1% skim milkellA] 33
A& 1:5002.8 H4AA 37°CollA] 147k B4} 9t
A7, nitrocellulose papers A& F 1;
1.00022 343 peroxidase conjugated anti-
rabbit IgG, IgM(Cappel, Pennsylvania) %
peroxidase conjugated anti-mouse IgG(Cappel,
Pennsylvania) & @1 37°Cell4] 147} Eqb ule
AR g5 AAska 71449 (diaminobenzidine,
DAB) 50 mg. 30% H,0, 10 wl, PBS(pH 7.5)
100 mDE ¥ 102 & 3-8 w1e-2 Faaf

st

2 ot

1. EEHEA Yo o5 FH BHA7|

E4 ¥ A2 (RHF) tachyzoite®Z modA|# oo
E71 % gAe I A5 g agde
2 e B A} 13 dY T 10”ed= 1:5129)
A, 22 A & 1096E 1:2,048404, 2% Hd
F 20%dele 1:1.024004 P2 Beld =
Ale2 A o7 A ZAYFegAYNs
tachyzoite Wod F 33 1:8¢]913 Beverly =+
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Fukaya 73 F 3, T5re] 25Fela] zkzt 1:128.
1:1289] #4715 epgsic).

2. SDS-PAGE

E42A5 (RHT) tachyzoite 319] ¥ajsd 2
ZE odolrr] 3ty 12.5% running gelel A
discontinuous SDS-PAGES- 4] 3] 3l v} (Laemmili,
1970). o

FA¥AE RHF= 2213F 10 kDa~220 kDazt
2 ok 257 Ax FHo| TIAFYEH, Fo o9
S+ 10 kDa, 22 kDa, 24 kDa, 27 kDa, 30
kDa, 35 kDa, 38 kDa, 45 kDa, 47 kDa, 52-
60 kDa, 73 kDa, 84 kDa, 97 kDao]gt}(Table
1. Fig. 1).

C3. ELMY MI|YE0|HY (EITB)

B4 ¥ A5 (RHF) tachyzoiteZ ##log 37,
Wel A7jdz Agste] 9e 7] g oo
IgG, IgM=] w65 £ A3} 23 99 % 1047 20
olel IgGskel F2 wbeolE 23 kKDa, 24 kDa,
27 kDa, 30 kDa, 35 kDac]glen IgMs}e] =4

Z;- 86
= a5
B2
___3_“_. 14

Fig. 1. Coomasie blue stained SDS-PAGE pattern
of T. gondii (RH) lysate. lane 1: RH tachyzoite
lysate; lane 2: standard marker
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Fig. 2. Reaction of IgG antibody to T. gondii (RH)
lysate antigen by EITB (lane 1-3).

lane 1: normal rabbit serum; lane 2, 3: T. gondii
anti-serum of rabbit; lane 4: T. gondii lysate,
amidoblack staining; lane 5: standard marker

wledjx 924 kDa, 27 kDa, 32 kDa, 35 kDa,
58 kDa, 67 kDa, 84-97 kDao]qit}(Fig. 3). =
3 Eo 94 djs RHF, Fukayas ¥ Beverly
Z Zzke] B ohes FYAY IgGst WS
4w R Az} 1gGet w47 79 Fukaya® o}
BeverlyZ-e| 7} 8% FA A= IgG Wit &
odagios, F8 W-¢d= 24 kDa, 27 kDa, 35
kDa, 38 kDa, 95 kDao|¢ivh. z2{v} RHF4 @
o 3% Pz wh-erirt A=A Fgteh(Figs.
2 & 3).

2235 #uldde CHL AZeA RH
tachyzoiteZ 7247k wof F A& wiokie) A
oA 25. 30 kDa #Zol|A g4l wkgolE T
sl s b~ RHE 7449 F 3del €2 57
Hell A= 25, 30, 45, 50, 60 kDa ¥+ vb&d
E 2 2 glglon} Aalere] EilelofAm 25,
50, 60 kDa®] 2¥o] B3=e] 30, 45 kDa®} ¥
Ad7t Fogkdele o = glglvt (Fig. 4).

'

]

i

E 2 7 A} &= (Toxoplasmosis) 9] ZH-& 4%
Al "o A (ELISA) o)} 2hg B 483X (IFA)
= g5k wpo] Gy o] 4= glew, AW
M == IgG FA7te] 23L& A% I ¥=E
93 A AL ¥4 7 F8Ae] on] A &
#H# 9l (Fletcher, 1965: Takahashi et al.,
1985). &ATolEe aARLAA7] %ol 44 (EITB)S
o] 4-3lo] IgGL} IgMe] Eo| w-gtiE #BFo=H

Table 1. Recognition of T. gondii (RH) lysate and excretory-secretory antigens from culture supernatant or
infected mouse peritoneal fluid with rabbit or mouse antisera by EITB.

(Exp. D T. gondii lysate antigen
SDS-PAGE 22-97.4 kDa (25 bands)
EITB a)pl 7 wks rabbit serum (RH)
IgG major band:
23, 24, 27, 30, 356 kDa
IeM 24, 27, 32, 35, 58, 67, 84-97 kDa
2P 8 wks mouse serum (Fukaya/Beverly)
18G 24, 27, 35, 38, 95 kDa
(Exp. 1) T. gondii lysate Ag YE/S Ag
Culture sup Peritoneal fluid
SDS-PAGE: 10-220 kDa (over 24 bands)
EITB
IgG major band:
10, 18, 33, 39 20, 30 kDa 33, 45 kDa
47, 72 kDa

a)pl: Post-infection; PE/S Ag: excretory-secretory antigen
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Fig. 3. Reaction of [gG and IgM antibodies to T. gondii lysate antigen by EITB.

(A and B) IgG and IgM antibodies to T. gondii (RH) lysate Ag. lane 1: normal rabbit serum; lane 2, 3, 4: T.
gondii (RH) immunized rabbit serum; lane 5: T. vaginalis antigen. (C) IgG antibody to T. gondii (RH) lysate
Ag. lane 1, 4: normal mouse serum; Jand 2, 3: serum infected with Fukaya and Beverly strains; lane 5: P.

westermani antigen

o] o]&3}od
28 FA45 YAFger SLEXFF] A
Bt} folslAl stz o)vhH(Wee et al, 1992:
Tomavo etal, 1994).

B4 gapEo] £ 7 #4] (membrane antigen)
& mnAe) @} ok Ael7h glont 22, 23, 30,
35. 43 kDacez <## ¢t (Tomavo et al.,
1992). o)&l3t #4942 glycosyl-phosphatidyl-

EaTAFE Jolds oL
ol

inositolel] )3 =Hel| H3=ze] g}, Sharma etal
(1983)°]1} Tomavo et al.(1994) T. gondiidl &
M =i IgGe wgshe 6 miE 4~5 kDaol
& wARpe] Rl 4 wustd ot o] YU
invitroel| 4| ¥ ¥ tachyzoitesl A= #d & 5 ¢l
A vh$s By AW tachyzoiteo] A=k Ex)
geba sl

o] ARHE FE4zxAE LE FU I
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Fig. 4. Reaction of IgG antibody to excretory-
secretory antigen of T. gondii by EITB (lane 1-4).
lane 1: normal mouse peritoneal fluid; lane 2:
culture supernatant of T. gondii (RH) with CHL
cell; lane 3: T. gondii (RH) infected mouse
peritoneal fluid; lane 4: T. gondii (RH) lysate Ag;
lane 5: T. gondii lysate Ag. amidoblack staining;
lane 6: standard marker

IgGel FoRE-tE 23, 24, 27. 30, 35 kDae|gl
31 IgMIe] FEgdbe-i= 24, 27. 32, 35. 58,
67, 84~97 kDao2 24, 27. 30. 35 kDa¢] Z
EubedlE B alair:}

Ware and Kasper(1987)x &4 ¥2}%2] RH, C,
Pol| 4] F-(strain)e] wE —-01 AL BFI

A3} 3717 Felld P8O, P61, P50. P43, P30,
P22e] F-F9h-sE TEslsds = RHF< A a3}
3 39.0009041 26.000. PF<l4 == 54,000,
CFollA Extak 88,0004 25.0008] o]

2 Aol Choi et al(1988) 2 4 EAME
-—4 RHTQJ Fukaya—,—oﬂﬂ Eﬂl 3]"@ i—}oi EITB
E A A IgGel w-geld RHFEE= 25, 30.
52 kDa2| F4uH$)E Fukayad]As= 15 kDa2|
Eolgrds Jehlvly sl

o] Al¥ e A% RH tachyzoite 3¢l 3t
Fukaya =t BeverlyTol| ¥ vl-¢$Ad3L g9t

%rHﬂ-

2 % 3

SAZE q 24, 27, 35 38, 95 kDa~4
TAF ) RHF9} TR l7 2485
et

EITBe| 2|8} ahd|elo] ubdwie BiEalEe] 7t
AAZE & & e 4T Az "9
Verhofstede et al (1988)2 E7|l4 FFhdz7]d=
IgGete] vhg-oA 35 kDae] =HAdztds|AE 13~
15 kDao] & ub-gdizby sjglen Ha 37747
A% IgM9 FAuleHlE PEsle] A IgMo)
2 A&E & UL} Iseetal(1985)2 &
22X 2 FE 9304 T F 3dye B
AFF = 400.000. 220.000. 130,000, 45,0009
gels AP n. 235 Ex=F 220,.0009
130.000¢] W2 F=3}rly s}gic). Bessieres et
al(1992)% <14 7+ A FadF: 149 Fo
30, 27 kDa®] gslo] 271 Fe 30. 27. 78,
57-52. 43, 38, 35 kDao] 67§ o= 24, 22,
20 kDa, 19 Fol= 14 kDa®| 315} o] vk
2L 279}t Lappin ef al(1994)& E4h%
A ME 4952 zokoloA] 7dAzLw gMe
45 Foll pak 7kak wkg-2 mglow 28 29 35,
38 kDa F-=A}eke] 8412 IgGe 125 34| 26,
28. 29. 31. 35 kDa®] €kg§& EITBA #is)
i},

o) ARl E7v wleadd W At %
2% ool AYT YHolmE F4 =L WA 7
g A vl ghele) wiedlr) et Aoz At
g

ExzA% 34 BT ohid 2u 24
(excretory-secretory antigen) <4 % So]sbd& &
2]sledrt. Bessieres et al(1992)& S F x}52)
FA e} o] AE Mok 57, 52(doublet),
43 38 35. 30 kDag) 25348 Ealshely o

u)Ede) Fa HolgdeE 78 30. 27 kDa
rl v&ﬂa Bystelch, Hafid et al (1992} 734
E79) ¥3eon E4za +H]%J%l} A &
A (circulating antigen)-& W37 110, 75,
48. 30. 24. 22 kDael|4] 67H~°-] ERake] e g
o] k& o] ZAFE Hasldc). o] AR
A& CHL | Fol] 7247 wllok & o Ru)glgle]

A= 25. 30 kDa 341§ P—‘?*:‘—‘/Jé 3d F AL
E7 e+ 30(P30). 45 kDa®] whgoiE S
stick. HLeAE g Eeldm 10, 18, 33

(P30}, 39. 47. 72 kDag] EFe] 42 el
o}, el 30 kDa®] #9L E4ExE RHF2
482 el Bab ohzl FuiglelME fse
Zagh shglo)n] wokdelx] d-2 25 30 kDa<g]

e} B7delA 1.2 33(P30). 45 kDa]
g FdE7)e) Lg e EO] %&%ﬂ"&% o4 5
gladeh. EAEAlE P30, P22 52 tachyzoited]

EA3E F8T EEtdeld F ZﬂJL-L ¥k okt



rhoptriesel X =9 5] ¢t} (Bonhomme et al., 1994;
Parmley et al., 1994). = P30 g9oz izl
"}—?—_";9—1 WA A L= in viroll A ELZAEE

= 3l2m (Makioka and Kobayashi, 1991) ©
om Fhe2e] AN AA7HE deA0 e &
o w3 fmate Az deA gig
(Kasper et al., 1985). Sharma et al.(1984)%
P28.52] 23918 Aopglz ol L FAe] o
Bt} dense granule, Z7]3], parasitophorous
vacuole Zoll4 TFAFclw F9lcH(Sibley and
Sharma, 1987; Linder et al, 1992). ¥ Darcy et

u_ﬂg

al.(1992)< P30, 48~67 kDa 3oz AYHEFE
of HAAA T-RE7e AdUeE FEokA
16G FA7ke] F7k2 P300) $2% FAYE 37
dolvh = Rt ST G4 Pxbohie
01U (P2 = T-cells: BAHAA S50 @
71=E =7 AL 5 gltl((Duquesne et al.,

1991).

Ho| = BAEAEe] ddFE FAE )43
o whghalg ful oluje} AWl Fadds 3
olfiglxy A= Aoz WA Ads Axs)
7]% gt} (Achbarou et al., 1991: Tenter and
Johnson, 1991).

EITB 9P o3t 28345 ghssls %431
F8] Bolilede Aoz g A7) glglen 1
o] Al e AYEFE (¢~ E7), 3ke]),
grele) Fljala] | WAL 95 A7 e 2 A3
dAet AL Aol wEl Beo] ukSdir} o
zol7} ele A2 yehytl(Bessieres et al.,
1992: Hafid etal., 1992: Lappin etal, 1994).

o] A¥elA¥E ant-Toxoplasma IgG, IgM3} ul-2-
e Soldl e Aghkor) Balake] w2 e ¥
28R Z3lEa W 270y o] T A ¥
A7 A7 gl o Soligds EEuA &
sHct. ® AAlubgs Bl @ad 25, 50,
70 kDa2] ) did] F o] A7 & Fert gl
At

ELZASE AT F
a4 ZLE e 7] AdE

24 QA 7 A
Fata el ZAERU,

oz
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Antigen analysis of Toxoplasma gondii lysate and excretory-secretory materials by
enzyme-linked immunoelectrotransfer blot (EITB)

Myoung-Hee Ahn*, Hyeog-Jin Son, Mi-Hyea Leem and Duk-Young Min
Department of Parasitology, College of Medicine, Hanyang University Seoul 133-791, Korea

Recently, the importance of toxoplasmosis is raised as a complication in
immunosuppressed or AIDS patients. Our study focused on the identification of a variety
of Toxoplasma antigens by immunoblotting. Rabbits and BALB/c mice were immunized
with Toxoplasma lysate (RH strain), frozen tachyzoites (RH strain) or cysts (Beverly and
Fukaya strain). Blood were collected from ear vein, heart or orbital plexus for detecting the
serum antibody levels. For excretory-secretory (E.S) antigens, T. gondii (RH) tachyzoite were
cultured in CHL (Chinese hamster lung) cells with MEM containing of 5% FCS. After
72hrs, culture supernatant was collected. BALB/c mice were inoculated with RH
tachyzoite intraperitoneally and peritoneal fluids were extracted three days later. E.S
antigens were detected in culture supernatant and infected mouse peritoneal fluid by
EITB. Serum IgG levels in rabbit were 1:512 of 10 days after primary immunization, 1:
2,048 of 10 days after secondary immunization, 1:1,024 of 20 days after secondary
immunization by IFAT, respectively. Serum IgG levels of immunized mice were 1:128 after
7 weeks. Tachyzoite antigens of the RH strain were detected 25 protein bands ranging 10
kDa-220 kDa of molecular weights with Coomassie blue stain. Toxoplasrma major antigens
corresponding to MW of 24 kDa, 27 kDa, 30 kDa, 35 kDa, 38 kDa were recognized by IgG
and I[gM antibodies. Excretory-secretory antigens present in culture supernatant with M.
W. of 20, 30 kDa and in infected mouse peritoneal fluid with M.W. of 33 (P30), 45 kDa.
When RH tachyzoite antigen was probed with different mice sera immunized with 2 strains
of T. gondii, the IgG antibody band of Fukaya and Beverly strain (8 week-serum) is identical
to those of RH strain. It is considered that the 30 kDa polypeptide detected in excretory-
secretory materials and lysate was important major antigen of T. gondii (RH).

Key words: Toxoplasma gondii, lysate, excreiory-secretory antigen, SDS-PAGE, EITB
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