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OBJECTIVES

Tu typs pathogaenic £ hivrolytica by using mouse MABs,
To develop diagnostic tests [or amoebic infection using

HABs .

mouse



PROGRE3S REPORT

More tusion and cloning  of hybrids secreting anti-~E.

hiztolytica antibedjies.

Izvenzyme typing af various strains of E_ histolwvtica from

stool cultures and PUS speclimens.
Typing scheme for differentiation between pathogenic
non-pathogenic straing of B histalytica.

Establichment o] monoxenic cultures of E, histolytica.

Early development of a technique for antigen detection.

Jonclasion.

Aork plan Jor Lhe next period,

and



1. MORE FU3SION AND CLONING OF MYYBRIDS SECRETING ANTI-E.
HISTOLYTICA

One  more fusinn of spleen .rom balb/¢ mouce immunized
with HM-1:IM55  strain of pathodenio E. histolvtica and SP2/0
myedoma cells waw performed according to the technigque of Galfre
ancd Milatein 01382y, Up Lo now, thirty one hybrids with
activities  wlainst the HH-1:1HMSS strain of E. histolwvtica have
been  produced.  Based on their immunor luorescent reactivities,
these antibodicy were arbitrarily classified into 4 Hroups. The
Pirst droup consisting of pine hybeids reacted to a1l components
ol amoebic Lrophonoites comprising the eytoplasmic granule (G),
the membrane (M), the oytosol (C) apd rhe reeleasea products (RP).
Che o gecoand e conprioing two hybride peactod  op .0  the
sybtoplusmie dranales %), the third droup consisting of 3 hybrids
rectend Ay ot the cytogol (0% and the rourth droup (11 hybrids)
reacted Lo meabrans and cytosnl (C) (Muble 1.). Five hybrids of
group 1, one hybrid of group IT, five hybrids of group III and
Plve  hybrids ot groun IV were oloned by a limiting dilution

terchinn e, These subelones were retested again by IFA against

HM -1 IMSS straiu of E.L higtolytica.

<. ISODENZYME TYPING OF E. HISTOLYTLICA

Zymodeme typing of E_ histolytica was carried out according

. S ceechndgue desoribeen by o Mp P.G. Sargeaunt, London School
of Hyrmiene snd Tropiocai Modicine (1384). OfF 38 isolatey tested, 21

belonged to pathapgenic svmnademes (13 cymodeme II, 1 zymodeme XIV and
Vooymodeme XXy, 14 sa nun-pathogenic zymodeme I, 2 to non-g.

histolytica ameebs and the remaining two were un-typable.



TABLE 1. INDIRECT FLUORESCENT ANTIBODY (IFA) OF OLIGOCLONAL
ANTIBODIES FROM 31 HYBRIDS AGAINST HM-1:IMSS STRAIN

OF E. HISTOLYTICA.

GROUP STAINING PATTERN DESIGNATION IFA AGAINST HM-1:
I Generaliczed staining Eh20, Eh9SS 1+
of cmoeba 1ncluding the EhG, ER15, Enl19, Eh3S 2+
granules (G}, cytosol (C), th16, Eh61, Eh72 3+

plasmalemny, 1ntermal
memorane (M), and released

produccs (#9)

II Cytoplasmic granules (G) Eh65 1+
Eh207 2+
III Cytecsol (C) Eh23, Eh30, Eh52,
Eh128, Eh138, Eh159 1+
Eh131, Eh139 2+
Eh199 3+
v Hembrane (M) and Eh107, Eh116, Eh134, Eh135
cytosol (C) Eh140, ER152, Eh251 2+
Eht06, Eh115, Eh191, Eh198 3+
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TYPING SCHEME FOR DIFFERENTIATION BETWEEN PATHOGENIC AND NON-

PATHOGEN LY STRHAIND OF E. HIATULYTICK WITH HAB

TFA  soreening  resrn  of cultiured trophozoites of E.
Blgftalytiza with 07 MAF were tosted  acainst 3 pathogenic
cymodemes of btype LD CHTH - 32:MUTH, HPH-34:HUTH and HTH-35:HUTM),

non-pathodenic synodenss of type [ (HTH-37 :HUTH and HTH-45:HUTH),
el one non-E. higtolyrics amoebs (HTH-29:M TM). The result is
shown in Table 2. [t was shown that 5h25C1 reacted to all
J pathogenic zymodemes and not to 2 other non-pathogenic zymodemes

(Fig. 1.

Fig. 1 IFA reactivity of Eh35C1 against HTH-33:MUTNM.
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TABLE 2. IFA REACTIVITIES OF 37 MAB AGAINST CULTURED E. HISTOLYTICA

MAD Strains HTH=-29  HTiH{-33 HTH-34 HTH-35 HTH-37 HTH~45 HM -1 HK-9
Zymodeme 11 II II I I I I

EhGC 1+ 1+ 1+ 2+ 2+ 1+ 3+ 2+
Ehe o2 - 1+ 1+ 2+ 1+ 1+ 3+ 2+
EhoC2/8 ND ND ND ND ND - 2+ 2+
EheCt? - 2+ 1+ 1+ 1+ - 1+ 1+
EhaOl 3 - 2+ 1+ 1+ 1+ - 1+ 1+
EhGCTY 1+ 2+ 2+ 1+ - - 1+ 2+
EheC18 - 2+ 1+ 1+ 1+ - 2+ 2+
ERGC19 - 2+ 14+ 1+ 1+ 1+ 2+ 2+
EhoC20 1+ 1+ - 1 1+ 1+ 1+ 2+
Eh¢22 - 1+ 1+ 1+ 1+ - 2+ 2+
Ehoc2d - 2+ - 1+ 1+ - 2+ 2+
EhoC26 - 2+ 1+ 1+ 1+ - 24 2+
Eh1Ga - - - - - - 1+ -

Ehtacy 14 1+ 1+ 2+ 1+ - 3+ 2+
ERT9CS - - 1+ 1+ 1+ - 3+ 2+
Eh19C0 - - - - - - 2+ 1+
Eh19C¢T - 1+ 1+ 1+ 1+ - 3+ 2+
Eh19Cs - 1+ - 1+ 1+ - 3+ 2+
Eh19CY - 1+ 1+ 1+ 1+ - 2+ 2+
Eh1uC1 1+ 2+ 1+ 1+ 14 - 3+ 2+
Eh19C13 14 2+ 1+ 14 1+ - 3+ 2+
Eh19C14 - 1+ 14 1+ 1+ - 3+ 2+

Eh3scl - 2+ 2+ 2+ - - 3+ 2+
ER35 4 ND ND ND ND NC - 3+ ND
Fhionesy 1+ 2+ 1+ 2+ - - 3+ 2+
ER3ISCY 1+ T+ 14 1+ - - 3+ 2+
Eh35C5 - - - - - - 3+ 1+
Eh16C1 - - - - - - 2+ 2+
ER16C2 - - - - - - 1+ 1+
ER16C3 - - - - - - 1+ 1+
FEh16C7 - - - - - - 2+ 24
Eh16C8 - - - - - - 2+ 2+
Eh106C - ND - ND ND - 3+ 3+
Eh2ouch 1+ ND - ND ND 4+ 3+ 3+
ER208C2 - ND 1+ - ND 1+ 3+ 3+
Eh204C3 - ND 1+ - ND 1+ 3+ 3+
ERZ208CO - ND - - ND 1+ 3+ 3+

NO'TE MAB Eh35C1 REACTS TO ALL THREE PATHOGENIC ZYMODEMES BUT NOT

TO IWO NON-PATHOGENIC ZYMODEMES.



4. ECTABLISHMENT OF HONOXENIC CULTURE OF E. HISTOLYTICA

Liver pus from 4 Thui paticnts with proven amoebic liver

abscess (Lhrze from the Hospital for Tropical Dicesses and 1 from

1]

Haady«i Hospival, Jendgkla Provinoe) wer.e artenpted to  grow  in
yitra. Continuons monoaxenia onltgre Witl a2 critidia strain has
been  cutublished anly winh o ‘train from Mr. Vasana Sriburom
(HTH-56 MUTH, ¥Fig. 2. Attenpts are being made to axenirze this

local wstrain of amoebac.

(4 3

Fig. 2 Hcenoxenic culture of HTH-56:MUTH in vitro.
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9. EARLY DEVELOPHTUT OF A

Sandwich FELLISA

Wells of  Microtiter plotes were coated

raboit  ruised against Lhe  HE-9 strain

buffer pH J.0 Al ter

storage

wan e, and o sertally -dlluted

HM -1 IMSS sorain of K.

further incubated. Thereatter,

(HH O ~00,  precipitated fraction of one

andd  the slate further incubated,

Wit b

plaube  wns Purther incubatod, wasbied and
il Uhor colonr redeiion wis stopped
revt by an ELISA reader. g Lo now the
e spesifin pogot ion, We  urz trying

technigue by blocking any possible step

the non-specific eracticn,

TECHHNIQUE FOR ANTIGEN

I bLelng develouped

in
at 4YC overnight,
suspenston
dlotolytica added,
the plate was washed,
Hab

Thereatfter,

DETECTION

for antisn detection.

with IgG fractiorn of a

carbonate-bicarbonate

the plate

ol cthe extract of the
and the piate was

an-d

(Eh208C1) was added,

the plate was

I, and oeroxidase-conimiuted cheep anti-mouse [2G added, the

thee  OPD substrate

was

Ly Hod04 and the result

test sutfercd from  some
Lo improve the assay

that could Zive rise to
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CONCLUSION

Thirty one hybrids secreting antibodies against the HM-1:IMSS

strain of Enfamoeba histolytica have been nroduced.

Bavedd  wn the staining patterns in rthe  indirect  fluorescent

antibody  tegt CITEA . Thege  wligoclonal antibodies were

clagsified arbitracily into 1 vroups:

Group [ ¥ hybrids) whowed generalized staining  to all
components  f the trophozoite comprising tne cytoplasmic
granule (G, the nmembrane (M), the cytosol (C) and the
released products (RP).

Group I1 (2 hybrids: reacted only to the cytoplasmic granule.

Grouo LD 09 hvoride) reactsd oanly fe the sytosol (C).

Group IV (1) hybrids, reacted to the membrane (M) and the

-

cybon
After cloning by 2 limiting dilution technique, intense IFA
staining (3+) were abserved with MAB from 14 monoclones of 3
hybrids of group 1.
Zymodeme typing ol 34 isclates from Thailand showed that
thirteen belong to zymodeme I, nineteen to zymodeme [I, one
each tu cymodemes XTIV acd XIX, two *o non-E. histolvtieca and
the remaining two were un-typable.
One  monoclonnl antibody (Eh35C1) reacts to all three Thai
tsolates ot pathotenic uymodemes but not to two isoclates of
non-pathogenis symodeme and one isolate of non-E.. histolvtica
amoebu,

Sandwich ELISA is attempting for antigen dete:tion.
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WORK PLAHN

YOR THE NEXT PERIQD

lmmunizaticn wnd fusion of monoxenic culture of E.
hisrolyricu.

Isotyping  of  monoclonal antibodies by g dot
immunobinding agsay,

Aestern blol analysis of B histolvtiea antigens.
Hore typing of invasive and non-invasive E.
higrtolyricn

Detestion of antigen in clinieal specimens using

sandwieh ELISA.
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