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(BJECTIVES 

I. 

2. 

To type pnthogeniL 

T develop diagncl;ti,-

MABs. 

h Lyri by using mouse MABs. 

tests for armoebic infection using mouse 
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PROG;RESS REPORT
 

1. More fusion and ,I -ning of hybrids secreting anti-F. 

hl- Yi aL ant ibod it? 

2. Isoen::ynle typing ,r' v-)ifus strains of E- histolvyti-a from 

stooD CIu L[turs and pus spec imens. 

3. Typing :xcheri for differentiation between pathogenic and 

nrit-P"Ithbog.n - iitmr uf E_ histilv ,ti!a. 

' , :.ab I h.rn'lrrt ."2 ,ILou,- .en i oultures of E._ hiz taQ-lyoij. 

5 E:ar y :iv-. r,erz of a techn iqite for antigen detection. 

"7 'Wr, lrkpIn >r the next period. 



1. MORE FUSION AND CLONING OF HYBRIDS SECRETING ANTI-. 

On, mor-. fu:sion of spleen ram balb/c mouse immunized 

with HM-- :[I strain of pa tho.yenicg E_. li.aifro1 yL-ir.-t. and SP2/O 

my' I,',fnt a-Il wa s performed 'cording to the t.auhniquy of Galfre 

Ind ]i;tvir, 0-9 2). Up to now, thirty cne hybrids with 

at. vit.io. igaint:;V toie H--I:I MS s:train of E. his ult ytin have
 

bee" proiuid. Blased 
 on their imnmunofluorescent reactivities,
 

those; untibhoi,-s; were arbitrarily ulassified 
 into 4 groups. The
 

r'rn; jroup cou jL: ing of nine hyhr ids 
 r'ictd to ll components
 

of am h ic tropho;:O iten 
 ,'ompr is ing the cytop la:ic nnraunle (G),
 

the membrarm.* W,), th. oytosnI 
(C) ard tho r. 1isei prodLucts (RP). 

pr o.P' r :i:Inu two hybrids r': t,:d ,_an o the
 

.ytoup':smip' 
 -r ,an.a ',, the third g roup consisting of A hybrids
 

r.an, a. only t th,. .
.t.; () arnd the t'ourth group (1 hybrids)
 

r"acted to me:rmhrane and cytosol (C) (Tabl" . ). Five of
hybrids 

group i. 0. hybrid of group In five hybrids of group III and 

.iv0. hybrids ft iV by agroup were coned limiting dilution
 

vnE:.hniq"". Thos.' sib-uIneS were retested again by against
IFA 

H -1: 1,>2 ;t,-in of E. h i vtica 

I SOEN Z.YM- TYPI G OF L Il !L
 

Zymo,.~m typing or . Li -
 Iytj. was carried out according 

.- hL: i . Mr.:q, by P.G. Sargeaunt, London School 
of Hyqi,. A :. :pi; i.' r,. ( 1984) Of 38 isolates tested, 21 

belo nged to p thog-ni ;:y'md-"s (19 zymodeme II, I zymodeme XIV and 

1 ::ym ,m, X10, 4 1c nn -pathogonic oymodeme I, 2 to non-l. 

h-imilyt..n amobn and the remaining two were un-typable. 



TABLE 1. 	 INDIRECT FLUORESCENT ANTIBODY (IFA) OF OLIGOCLONAL 

ANTIBODIES FROM 31 iYBRIDS AGAINST HM-i :IMSS STRAIN 

O" E. fiISTOr,'vrTCA. 

GROUP STAINING PA'VI'.RN DESIGNATION IFA AGAINST IM-i :IMSS 

1 	 Guneral ized scaininq Eh20 , Eh95 1+ 

Of ciroutd Incl dhn, the Eh6, Ehl5, EhI9, Eh35 2+ 

granules (5;, cytosol (C), Eh16, Eh61 , Eh72 3+
 

M ! ).1',1 rI ,'I! , 111 U I ri-e; 

produAwCLu (PP) 

II 	 Cytoplanric ,iranulus (G) Eh65 1+ 

Eh207 
 2+
 

III 	 Cytosol (C) Eh23, Eh30, Eh52,
 

Ehl28, Eh138J, Eh159 1+
 

Eh131, Ehl39 2+
 

Eh199 
 3+
 

IV 	 Memhrane (,M) aind Ehl07, Ehll6, Eh134, Eh135
 

cytosol (C) Ehl,O, Eh152, Eh251 
 2+
 

Eh106, EhIl5, Ehl9l, Ehl98 3+
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. TYPING 'CHEN FOR. [BIF.F;E'NTIA'TION BETWEEN PATHOGENIC AND NON-

PAITH I-EpIAIf T' :1, OF YT'Y'f Wifr2MABITH 

IFA sr;pn r f-r c.u . turId trophozoites of E. 

. w h i 1 

2ym:A.ernTI::: .' ty[-,: 

.. r ..tt z, i - ins t: 3 pathogenic 

.l! "2 :.NUTH 11T1-3- : MUTN :1nd 1ITE-35: MUTH 

null- .m g.-. , 2y.nl,:inn ,II type I (HTHI-37:MN.TN and HTH-45:MUTh), 

"mzl ,-,J".- rin-] , 'it.tih : - a TI'!-20 : TI). The resu It is 

.huwn in ab 1 2. It, was shown that Hh35C1 reacted to all 

puthogenic ;:ymodeme!; and not to 2 other non-pathogenic zymodemes 

(Fig. I). 

Fig. 1 IFA reactivity of Eh05C1 against HTII-33:MUTH. 
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TABLE 2. IFA REACTIVITIES OF 37 MAD AGAINST CULTURED E. HISTOLYTICA 

MAD S trains H'-29 IITh-33 HTtt-34 HTIH-35 I1TH-37 HTH-45 HM-1 HK-9 

Zymodeino 1I II I I I I I 

IhC11 1+ 1* 2+ 2+ 1+ 3+ 2+ 
- . I 2+- 1 + 1 + 3+ 2+ 

.h C2/i1 ND ND ND ND ND - 2+ 2+ 
Eh6C12 - 2+ 1+ 1 + 1+ - 1+ 1+ 
l.hha2I 1 - 2+ 1+ 1+ 1+ - 1+ 1+ 
Eh6Ci, 1+ 2+ 2+ 1+ - - 1+ 2+ 
Eht)C18 2+ It 1+ 1+ - 2+ 2+ 
Eh6C19 - 2+ 1+ 1+ 1+ 14 2+ 2+ 
Eh6C20 1+ 1. - 1 1+ 1+ 1+ 2+ 
[:hGC22 I+ 1+ 1+ I + - 2+ 2+ 
":htc2,1 2+ - 1+ 1+ - 2+ 2+ 

:.' 1 
h 

-.... 

2+ 

-

1+ 1+ 1+ - 2+ 

1+ 
2+ 

-

1 19)c 
I.th 

1+ 
-
-

1 + 
-

-

1+ 
I + 
-

2+ 
1+ 

-

1 + 
1+ 
-

-
-
-

3+ 
3+ 
2+ 

2+ 
2+ 

1+ 
Ehl9c- - 1+ 1+ 1+ 1+ - 3+ 2+ 
El I9')- 1-4 - 1 + 1 + - 3- 2+ 
f:h 19)(' - 1+ 1 + 1 + 1 + - 2+ 2+ 
Mh1c11 1+ 2+ 1 + 1+ 1. - 3+ 2+ 
Ehl1)C1 3 1+ 2+ 1i II. 1+ - 3+ 2+ 
Fh19c1 - - I+ 1+ 1+ 1+ - 3+ 2+ 
1h35C 1 - 2+ 2+ 2+ - - 3+ 2+ 

I ND ND ND ND NC - 3+ ND 
Eh 5C 3 1+ 2+ 1+ 2+ - - 3+ 2+ 
Ilh35C1 1+ 1+ 1+ 1+ - - 3+ 2+ 
Eh35C5 - - - - 3+ 1+ 
Eh16C I ..- - 2+ 2+ 
EhI6C2 . . .... 1+ 1+ 
EhI6C3 ..... I+ 1+ 
Eh16C7 . .... 2+ 2+ 
Eh I6C8 . .... 2+ 2+ 
Ehl 06CI - ND ND ND - 3+ 3+ 
F:h2013C1 1 + ND ND ND 4+ 3+ 3+ 
Eh208C2 ND 1+ - ND I + 3+ 3+ 
Eh209C3 ND 1+ - ND 1+ 3+ 3+ 
Eh20C6 - ND - ND 1+ 3+ 3+ 

NOTE :MAD Eh35CI REACTS TO ALL TIIREE PATHOGENIC ZYMODEMES BUT NOT 
'10 'IN4O NON-PATHOGENIC ZYMODEMES. 
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4. EZTABLISH!MIENT OF IONOXENIC CULTURE OF F-. HLLT( A 

Live r pis fr-l 4 Th'.i p-iti,-ntz with pr, v,(n a(oebic 1.iver 

abs~t ; ( tir ,: f'rc,, thL }1,jpitA] for Tropi.,t i: :aie-1 fromond 
a tdy ,i Ur,-p i t: .;,-m[.Jk1* [ L'[' j., 'e r : i -[ip tuJn ,> ) to grow in. 

'LCir). x,.ol 

been b: 

: Irqt1 1cu mit.tll' with i critidia strain has 

tabi ih 'tr.-I in, ly wIith. : froM Mr . Vasazia Sriburom 

(HTIi'H M TU"I'M5 , .F 2). Att:.. art- being made to axenize this 

1ocl tLIai or amoebae. 

4.f 

S2 , c u o,f i, / 

Fig. 2 Mcnoxenic culture of HTH-58:NUTH in.LviLr_¢. 
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5. EARLY DEV ELOrMT )F A TECHNIQUE FOR ANTIGEN DETECTION 

Sanwich ELI0A is bin devl oped for 
ant i0 .it detention. 

Wellsn f Mierotit -r p[ates wmre cated with Ig1 fracti" of' a 

rabbit Mr:tis.d 
19ia Mrst the HK-) strtin in carhonat,-bicarbonate 

buff,;r pH 3.6 Ater atur:lf.e at 4"C overnight, the plate was 

was1hed, and A;uspennionly-,ilnt.d, ja of the extract of the 

M- [ 1: st- ik " j/. iEi;:YzLt added, and the p Lat U was 

furt]her iiiub~itnd. Thereafter, th plate was washed, and the
 

(MHtO pr,ipitated4 fructi on or one MAb (Eh208MC) was added, 

ini te pl:ite further nuvhuttd. Thereatter, the plate was
 

a hei, and ia:;o-'n,-rox :;hnp,t anti-nouse [gG added, the 

pla-.,- was I'urth-- incuhatd, washed and 0". OPD substrate was 

,i -d ' . ,:h- r ''a* q.iun w U.: ihoqp -l ay H2304 nd the result 

ri by in ELIA .­ ,'r. Op Q, now the test suffered fromi some 

tat- :eiI: vi%,. We ire trying to improve the assay 

,:nhn ique uy blookin. any possible step that could give rise to 

thle nm-specific react icn. 
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6. CONCLUSION
 

6.1 	 Thirty one hybrids secreting antibodies against the HM-I:IHSS 

s train of anoaawba hinj?i( have been produced. 

3.2 	 Bun, -n the sknin n a; p':terns in the indir.-ct fluorescent 

AI A Th's; eanrtibody tr;t T. 1 iguclon al antibodies were 

0 1 0ssifiAd arbitrtriy into .4 .rups: 

Group I 11 hybrids) shlwd to'enu-ru] izd staining all 

component : "V th. tropho.o ite comp rising Lle cytoplasmic 

.grninu], (G', th? membrane (H), the cytosol (C) and the 

released produts (HP). 

Grolp 11 (2 hybrids) reacted only to the cytoplasmic granule.
 

Co-tU El (9 Ih:,tyridp) roa't-d only to the cytosol (C).
 

Group :V W hybrids.) reacted to the membrane (M) and the
 

cytt;o I C7 . 

8. 3 After cloingri by a limitind dilution technique, intense IFA 

staining r3s) wr, observed with NAB from 14 monoclones of 3 

hybrin of group I. 

R.4 	 Zymudome typ.n or 38 isolates from Thailand showed 
 that
 

thirLeyn belong to zymodeme I, nineteen to zymodeme II, 
 one
 

each 	tu .ymudemras XIV nr:d XIX, two to non-E. histolytica and 

the 	remainin,3 two were un-typable. 

65 	One monoclonl[ antibody (Eh35Cl) reacts to three
all Thai 

i-sol-it..; "r ,:tth4a ,n: ::yodemes but not to two isolates of 

ron-pathogeni: :ymrodeme and one isolate of non-E, histolytich
 

amoeba.
 

8 Sandwich ELISA is attempting for antigen dete.tion.
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7. WORK PLAN FOR THE NEXT PERIOD 

7.1 	 [Immun i::in and fusion of monoxenic culture of E. 

hVtI~n wa. 

7.2 	 I s t.yp in or mronocional an tibod ies by a dot 

innmiunob ian ind as;ay. 

7.3 	 Wtstern blot. ana]ysis of E hiLQyliaz antigens. 

7.4 	 Morn typ ing or invasive and non- invasive E. 

7.5 	 1> te:tion of antigen in clinical specimens using 

w;n(P.wiah HEL[A. 
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