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OBJ ECTI VES 

1. ro type pathogenic . ]i .1't ica by using mouse .ABs. 

2. To detect. amoebic antigen in c]ncal spl,'c'imens by using mouse 

MABsT 
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I. Moioc 1o)al alit i bodies ata illst fionoxenic cul Lure of I ocal 

strain of E. _hi .%toqytLica. 

2. 1sotypl nu of mouse . s.s 

3. Isoeriz-''e t ping of E.. Ihist,._yt.icn. 

4 . Sajidwi ch ELI SA t ec:h n i que for dLt.ect, ion of E. 1hi sj. tp1 - ca 

a~lt igen. 
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1. MONOCLONAL ANTIBODIES AGAINST MONOXENIC CULTURE OF LOCAL 

STRAIN OF F. HISTOLYTCA 

Immunization schedule of three BALi/c mice w ith mo:no:, enic 

culture of IITII-56:MUTM strain of pathogenic F._ hjii t_-olVticA was 

the same as reported in the P'rogress Report No. 2, Xcept that 

the immuniziig doses were equivalent to lx0 5 , 2:0105 arid 4l:I0 

for the first three doses, respectively and 9x10 5 and 1%10 tol
6 

the last two doses. From three immunized mice, the sYne ]F,\ 

tiLers of 1:5120, 1:5120 and 1:2560 agairist, the homologous (1tTH-

56:MUTM) and the Ieterologous strains (BYI:IM.SS) hern obtained. 

Two mice with the t ers cf 1:5120 were subsequent s le'ted for 

fusion. These mice h~er'e .immuni ::ed a\%cnou 1 Uint lj ,ith 0:.1(

t'ophozoites of I ve F.--------Q:. Three days af tei the last 

imurn izing dose, tLhe s leeln of one BAL& vas fused with Sp2/0
 

myeloma cells using the techuiique of Galfre and Milstedr 
 (1582). 

Two hundred and thirty two of 540 microells ,] ated 142.96%) 

corutalned hy.hrid colonies, of which 119 (61.22%) and 97 (41.8?) 

yielded s pernatarit fluids thaL e:-e positihe by IFA aiainsL the 

IITII-56 :UTM and the BH-I:MISS .trains respect' !el. . i)nly Gutne 

staining patt ern againxt t ht cytollasm, grianlul s ali rlmefllbr-an, c f 

fixed t 'othu>zz-il o a",rp hyrl K dy witihobserved. 1 he ,igi. IFA 

titer were suLsqlect2 selec. e nrid coied by a liMiting di]u

tion . c iqe , and 10 morlor nes: with high IF.\ LiLet- were ob

thaihed . ile thei; jvedecessc :s, the products from these mcnio

clnes : itliiied the ;.ame staining patLern. 
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2. ]SOTYI'NG OF .OUSl .!Als 

C]a.sses and .si~ciasses of thes:e 16 M.As againstL Iocal 

st Ia in of pat logcni c F_. 1 His t i d-t ex -I ned b1-_ca 1,eI-re u I-,iig 

yb iinrcI e II) idona isot!i hit from ;lCali cchci I mmiiocIIIi .aI s.
 

It wa; fo, Id that 1c cI ones produed ]g] sabcIas -, 21 clne.s 

pi-odiced I 1G1 and IL"g1titne clone prodncod gM , I Ig alnd I "A and 

I-eriniIlni (11one 1i.( diced 1gM, IgGi and 3 bvi ou1 , L tie3. . 

first 121c1oIs iroi1c I stIlclass -le must I ie13 be mono14 I 


cIontes an,d t he r- .ai i ni. 1 ale 
 .IueiIes oI li c. ( ones. 

3. 1SIENZYME TYPI N OF -E_. 111S11OLYT..A 

Zry IodeIIIv t 1)i n of F. I s t o12 t c% was carried out 

according to the t eciqii4ue desci ibed by 1'. P'.G. Sarguatt 

Londhn Schoo] cf Hygiene and I/zopical Nedicine (1984). Of Ift 

isolates tested, 27 tlIunmed to pathogenic zmcdemes (20 zyvr l eme 

1I , I ;:yiiodere XIV arid I :.vnodeme XlX), 19 to liOn-lat henic 

;!:Ilodeme I, 2 to noln-F. hli stolvt icn amoeba and the r*flj jI1 11" t ,o 

, I E lint Iab] e 

4 . SAX 1)WI(A ELI SA fCIIH'%I QLE FO PETEC" IO.',NOF F. 1ISlt01_T IjC., 

. nodl fico- ion to) the a MA-based saiudwcl, ELISA for the 

detect ion of F. hi.s -cl' ica antigen desc ri bed i ni the fifth report 

Ias made hYi appi I cativ '(t ion of )ero.,idase-conIIjtgat ed raIabbi 

allI i - . hi tol t i i i llacte of a seuent ial alpl ical ion Cf 

albb it a F-. i. -\l.-.(a and pero:.idasc-cohnjn.gated S%,i e ,rIt 

vahi im,nnlnlg I ncba] is. The IgG f/act ion of rabhi t anti-F.
 

s oIii Ht.'a it II] --I-ISS ( Pa-a-ti ) vas: jz'el ar-ed by I'ot e i ti, !_( io 


5 BEST AVAILABLE DOCUMENT 



Sepharose chromatog vaph y, and conlu gati-d %,i th horseradi s;h lierox:i

dase (IIRP)(type \ 1 , SiEgina Chenrical Co. , USA) by usigig the to'

step g t1a1 de Ip]ltytt - 'ljg p'oc'ed if 'e of . l'a mea.cId et a] ., 

(Scand. J. Iinui.nol ., .uppl . 7, 7, 19781. Prel i:ninary t i trat-on of 

tlils ,jiicated f.-P-co pil-a-Iill I gG !.hooew tha it lhe diIi ion of 

:00 w a!- opt ilitntt( Fig 14. I )An Fiass.Iy pr cced '-c, for- a it1eri d ot.trr

ti w as d c -Io ped ii.i t i Ily with 1ahljt I o I c o il rit i body. .,' 

p1 y ty 1 I ( :;.i iatech ,I-rc-e intcu 111 ii., a- .. c: t: 


100 )1 of \ar'v lg ol i-nft ]-at i on, ( 100, 80, 60, -10, 20, 10 and 


USA I, I i s t oitn i, i tdi 

S 

,iig ) of the IgG frac 1 iOil of Rai-a-tlltI in i c;r:ortiate-bi :irboiaLe 

buffet pr1 9.Gt illd iIc Lat ed itll 7. f-I' I },oor arld 1O 2 u-iit
 

The ;Iate was 
 ,;.slci ,jtLj 0.1 5N phoopliake-buffered al i I,( pil 7.2 

tcritiinirig 0.05% T,enri 2( (PBS- T) fi c Limes e;ch aitl, 'liree IIin
 

soit i g. T e p a I e w,:-ts t Ie i l oc l.ed . t II 100 IlI 
 of I'S -I con La in

i,. 0 . I ,ciIat ir td I% L-\ i ie seri,t :l Luinin (HtBS-T-G-13 at .r or. 

,)-'Iettnr'e f(i, ' riII. Iliere-fter, 1(19 11 of a scril to.o dif t,

tiors of tdi- sal ia ti.tIac., cf st aiii WI I : I Ss i .li the ijit iai 

c(Jlicer.t iaI il of i,-' i mI i ITBS-T %,asadded fol Iov.ed b: i Lc'ubi

t iol at rocit t e 
lpovatire fI" onie hick:'. The. t:1 .tLo i,a- : 1vn washed 

%Iit1PBS-T iid III OL l.ei %.,t h S-T-G-P, a.s n toi ac aio\c . A ifti 

funit 1 Ii %%; ii:,, IOU I of li.r'-ccajiPgitc-i la-a-l.>Il 1iII ' -'I a t 

1:-06 d i I t ioh ,:s addu-, (i lo ed 1, j i f it ai 01 at ioc-m tenih,. r..

tur' ft.ir ohI i; 1.. 1Ii( I ate i;sis. 1,asa ltd ;a:d 100 /ii of 0-Il eny Ii Ie 

di tivli-Ii s-o t io, ddc !. ,*,tf.i- J , il;it i i , a it: c.e f or1t 111, xItpezt r e 

i I : tor'llltf30 iii t l0 tl I ; iltlur' , tit- I ea-tI i I %,Is St olpted I) ;idd lll-450" 


Ill of IN '1 taid tIe r .i--nI t[ re,tai i ti ]ttI.
 st .ri El IS.- rekide i 

eTittli'el.; I at -*,2 ivii. The irt2Fsi t -ir. 2) shoed that !0 Ilg c f 
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TgG fz'act ion cf Ri-a-P.l w1S opt '" pJat.Iit , coatiTIPn ;!,I this 

Fev c'ouId detect t he flonliI o C L ,-tee at,; I os 3." ),g peous S L::l 

m . An a t tem )t vas be i I In de t c -:e S-it .,. .h NA.B 1.o 

li CV'J,]' the I I"G f i r t i on11. o f lC:)-a- } . i L ; t u ' 0 , ,; SS ,")4 p-I4 

it t:ted cttf le, of IAh; 203 ,hcih ti .\io\osis] a , S atj fact.tr 

"E'slI t , 110 o '01GI'rc at-t i :I s ap'a: ie rit . tI aie 1loW to t ill- t111. 

I C G f Iu t j oti.; f r :it i..o ul MAP;I 35( 1 ardC6a) t o see h riI;e tfc, 

they coo 1(1 be bet tee:t- t ii it tle l,-oy 
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Fig. 1. Titration of peroxidase-conjugated rabbit anti-Entamoeba
 

histolytica 	(HRP-Ra-a-HNl). The plate was coated with
 

varying concentrations of the 0.15 M NaCI extract of the 

HMI:IMSS strain of E. histolyLica, washed and added varying 

dilutions of HRP-Ra-a-t114 in PBS-T. After incubation at 

room temperature for I hour, the plate was washed and 0

phenylene diamine substrate, the reaction stopped with H2SO 4
 

and the result read by an ELISA reader. 
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Fig. 2. 
Titration for optimum concentration of Ra-a-HMl to coat
 

plate in the detection of Entamoeba histolytica antigen.
 

The concentration of 10 ug/ml of Ra-a-HMI was optimum 
/ 

and the sensitivity of the assay was 3.1 pg/ml. 
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