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2 ¢%:Fdedagvzs] g9 243 AQss] S5t o] Fald Axs 3zt (Tricho-
monas vaginalis) 67 F(HY-1,2,3,9,10,13)8 ¥ sodium dodecyl sulfate-polyacrlyamide gel
electrophoresis (SDS-PAGE) & A3 Coomassic brilliant blue <4}l 4 peptided Wx o]
stz Fe] AT 983 ETIF4E 2gon, 12kDadlA 170 kDavt®] < 257 =2
T¥o] FAEUY, = FEHzR e HY-15E FHo= sz FEH LR LA 6454 94
Ay mperol F8HAL o] L5 enzyme-linked immunoelectrotransfer blot(EITB)S A g
A 7 Pt Az g B FdE 2glen, s51kDast 96kDac) A AE 2Rz Fold F
T wrgdst AR ds, 77 G2 6459 g9 Ad HY-159 IdAde=z EITBS Ax
HY-1 &4 (homologous antigen)=}# wl-S o}4= e}3-4 (heterologous antigen) =] €3 akilzl
9] Bol§t Holz FAF & gdvh o4y AR ol AES I VA 4 T FAL F4-F
A ybGoll A F 7ol o] F(antigenic heterogeneity)-2 #H Az 9= ez B o, 41, 47, 55,
74 4 94kDacj A AE=ZE e Hold FTEFRETAE ngow, o] R FF-74F9 4
ZAd gleld Fad 9% WEdr & Aoz AAh
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3 REAZUA e AEdaavtaE A%
wj sk QA EFEAem 3,000xgdA 5EL LA
Festd 38 AH9 8 ez Aggdd =
2o ©9A7)7] AHAe Add gef v FIE
Ao, 44 AL ok L AAA
ez Azipgc. F A48 AEHZH vz i
chloroacetic acid(TCA) 7} 10% (v/v)S Al & ol 44
7 AR 4°Cd A2 F o 10,000x g, 4°Col A 5%
Z ARz QA4AFENoE FY 24644 3
3 AA s AANFE F4o2 Fstel Fhoz A4

e, MAY Aegarvtis d43 oA
sonicatorZ 8l 10,000 x goll A 307 23] #14

AAA7 . A3 AL sonications] 93] AP Fs o
B Ay, A EdA s A" 44 95
7] et AR AEFHzwtrE 1% Triton X-100
7} antiprotease mixtureZ4 1mM phenylmethylsul-
fonyl fluoride, 1 mM N-tosyl-L-phenylalanine chlo-
romethyl ketone, 1mM p-tosyl-L-lysine chloro-
methyl ketone (Sigma, St. Louis) & 2& <4 g
Ao EFAA ohE dry ice-ethanol Felq 33
dgleh Fol A& wbEEksr, 100,000xgel A 30¢
7 QAR st A2 4ANE FPom ALY
7 gel A gk Lowry er ol.(1951)2] W
o8 Ay
2. ey
AEH AR A g FUAL 47 Aok 4549
BALB/c vl-%-< 10%8]e] 2+ 2 4elgls 2x10°9)
AEAZVAFE 247 o FAS 15 Fo 1x10°
9 Aedarvas JHFAE b 109 Fo F¢
% AAFoztd AY, 9 Telead
3. Sodium dedecyl sulfate-polyacrylamide
gel electrophoresis(SDS-PAGE)
Aedarva 449 EAdd £H& FUdsx
AEdaypvia o528 4% dads) 93
Laemmli(1970)2] 9] w2} 5~420% linear gradient
geldl HY-1,2,3,9,10,1359) #9& 50 pxg¥ 33}
o AAIFE 4AHG
A7 G5 7 Fd EAgkr 2599 (low MW,
marker: M.W. 14, 400~79, 400, high M.W. marker:
M. W. 45, 000~200, 000, Bio~Rad, Rockville Center,
N.Y.)S A2sbe] Lambin(1978)9] wéez F4
How, A4 5= gel& Coomassie brilliant blue-R
250e) 4%t 7 v} immunoblottinge] 4234 o}
4. Enzyme-linked immuncelectrotransfer
blot(EITB)
EITBE Towbin et al. (1979) 7 Tsang et al. (1983)
o wko] whel A4 o,
1) SDS-PAGE : TCA=Z g3l Zulg AEg=z
BEuzE goz die] oo Wy FAdsA Ay
Ak,

2) Blotting : A7) 3 ¥ gel-& nitrocellulose paper
(pore size 0, 45 pm, Bio-Rad, Rockville Center, N.Y.)
of W& # transfer chamber(Bio-Rad, Rockville
Center, N.Y.)o] @ % transfer buffer(20% methanol,
26 mM Trizma base, 19mM glycine, pH 8. 3)=
2 & 0V, 4°Col A 347 Bk Aol A olH
& o] He|= nitrocellulose paperi Amido
black 10BZ 4%t wt& ¥AF Fabe] o] Fetsith

2) Immunostaining : §49] o) 3 nitrocellulose
paper 5% skim milke] @] 37°CelAl 24 ZF
WEAA ¥ So]d w2 A Aged FAA] 1:
20002 FAg FAo 2o 37T°CelA FHEHE TR
. F9-3H wkgo] <o} nitrocellulose paper=
1:50022 3 A= peroxidase-conjugated goat anti-
mouse IgG(Cappel, West Chester, Pa.) faie] e
37°Cel 4 147t F¢ wkgA 7 F& 712 &4 (diamin-
obenzidine 50mg, 30% H;O: 10 gl, PBS 100 ml)ell 4]
w-3AA 108l F9-FA S FAHAL
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1. Sodium dodecyl sulfate-polyacrylamide
gel electrophoresis(SDS-PAGE)

Aedzrvs F49 EAF E2E Dolur] 4
el WAHe] Hels 67T Ardzeve F4E
5~20%2] linear gradient geld] A SDS-PAGE#9] =},

WA G99 £u) A o= whyel 4 4
2 whias Lotrzl e TCAZ AHAF L,
sonicationd: F, detergentZ A =& ¥& Zz A7
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135, 170 kDa2] F& HA4Fe] EHo] ngwl wdd
sonicationd F-& 12kDad] A EH 110kDazl=] 20~
257)e] $Ho] n@on detergentd A H FL 12
kDad] 4 #¥ 55kDaztA] 257 Az 3o 24
“(Fig. 1.
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How R gor peptidess] WEAol & A9
7 Y @94 Ex d4s 29 o(Fig
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TA L amido blacke 2 443 Axelx Fd3lg

2, Enzyme-linked immunoelectrotransfer
blot(EITB)
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Fig. 1. SDS-PAGE of TCA-treated(lane 1),
sonicated(lane 2) and detergent-treated
(lane 3) proteins of pathogenic human
T. vaginalis isolate HY-1,

? Ao dede(Fig 3). 47 %E 6%
o Ao AY HY-1 939 9sd RE o
homologous &9 3l ¥ BE $ulE vhehA
W, wSgol BEA BIAA gkl
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Fig. 2. SDS-PAGE of six pathogenic human
T. vaginalis isolates treated with TCA.
Lane 3; HY-1, lane 4; HY-3, lane 5;
HY-13, lane 6; HY-2, lane 7; HY-9,
lane 8; HY-10
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Fig. 3. Immunoblot of a single isolatc(HY-1)
of T. wvaginalis probed with normal
mousc serum(lane 1) or scrum from
mice immunized with isolatcs HY-1
(lanc 2), HY-2(lane 3), HY-3(lane 4),
HY-9(lane 5), HY-10(lane 6) and HY-
s 13(lanc 7).
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Comparative antigen analysis of Trichomonas vaginalis by
enzyme-linked immunoelectrotransfer blot technique

Duk-Young Min, Mi-Hyea Leem, Jae-Man Kim and Yong-Keel Choi*
Department of Parasitology, College of Medicine,
and Department of Biology*, College of Natural Sciences
Henyeng University, Seoul 133-791, Korea

Analysis of six isolates of Trichomones vaginalis was carried out with sodium dodecyl sulfate-
polyacrylamide gel electrophoresis(SDS-PAGE) and enzyme-linked immunoelectrotransfer blot
(EITB). Trichloroacetic acid-treated antigens of the 6 isolates revealed 25 protein profiles ranging
12~170 kDa of molecular weight in SDS-PAGE. In EITB, the specific immunogenic bands were
visualized at 51 kDa and 96 kDa when HY~1 antigen was probed with different mice sera immunized
with 6 isolates of T. vaginalis. The banding patterns with different sera showed isolate-to-isolate
variability. In EITB, homologous antigen(HY-1) did not show any enhanced response in reacting
to homologous antiserum(HY-1) when 6 isolates of T. vaginalis were probed with a single serum
(HY-1). It is assumed that the different banding patterns of six isolates show isolate-to—isolate
variability and immunogenic common hands in 41, 47, 74 and 94 kDa on EITB may connote the
important significance on immune response in T, vaginalis infection.
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