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HiK sntibodies te 3. coli toxin and colonization faetor
i Bangladeshi vomen,

lo Tnvest Edt T

ating -1VLNU1uatoq: PDolores 73, Bvans, Pr.D., Houston, Texas.

February 1074,

°n Yate: Decenber 1978,

tetal Direct Cost $2,43
B bt L L ~

Summary -

50 Bangladeshs _afuatmg_, womal will Ye assayed for antibodics
heat labile toxin and B. coli colonizatbion Tactor., The levels
ol o n.*bm}u Will be comparcd to milk sampies from similar g' oups of women in
i, Costa ;iic:‘a. and Mexico. This comparison will give ay
=1 of poaltr” of the enterie antigens whioh are
:" flerent 'D("'Dui&]'t"(‘rn BErouns. and will also
Tole nhat 111@'“:* antibodies play in protecting tine

Irivo iy Ing uman Bubjects
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RESEARCE PLAW

IRTRODUCTTON

)

Objective The object of this protocol 15 the assessment of Lhe

favel of exposure to important ntropathogenic antigens in Bangla~
\sh, as Iindicated by levels of entibody in breast miik and the

comparison of these levels with sther popalation groups,

.?%'“oaud: Enterotoxigenic E. coli diarrhea conLinves to he a
maeor cause of diarrhesa in Pangladesh among all age groupsg. ¢
eral studies from the ORI save documented the importancs of this
isease as a cause of both severe cholera-like diarrhea as well as
less severe "outpatient diarvhes " The pathogenesis of bhe discase
lovolves first fhe ingestion of p athogenic organisws, Tollowed by
colonizaticn of the amall intestine, Py elaboration of eatero-
toxins whiech results in secretion of fluid from the intestine. A
specifie antigen has been ldentified, at lesst for E. coii 078 strains,
which promotes the caloni zation of the ETEC, and hence is an impor-
tant pathogenic faotor. 078 TTRC are known to be among the more
common ITEC in Banglsadesh and iv fact, this colonization Factor
was isolated from o ' from DU ca (10407, This colonization
factor has heen shown ¢ be a g sorueture and to be coded
by a nlasmid, separate from the plasmid which codes for heal labhile
texin (L), The specificity of the "1040T-typa" OF for 078 strains
ig not wet clear, i.e., it is net known i a1l human EIEC have a
similar colonization Ffactor or if the presently Idﬂntinlvd CE¥ is
specific for 078, The importancs of the "luiﬁf ~tyre" OF would g
in relation to potential vaccines 1T 1L were s general feature of all

As opposed to G, the role of toxin is much more olear. By definge
tion, all BPEC produce toxin regardless of serotype, and of Che two
¥nown toxins {heal stable and heat labile) LT is the one known to be
antigenic. While ETREC diarrhwd land L7) <s known to be commen in
iesser developed countries, the role af the JF in countries of the

western hemispherse ig less clear.

lage izmuno-
mmunltv
Evi¢ 1(‘ L uh

15 becoming imvertant because
Lo the gub ip ref lecting
Cing nursing babios. !
assessed bv measuring antibodi to these antigens
son of antibody levels 4n milk shiould
allow Tor an ascanqment 0 aneric antigenic exy the zeo-
uraphic areas. would expact thet antivady LT and CF
would be low in EURC ain uiReomnon . i Banglae
desh the tivody Levels 4 T and OF would he nigher. Ti Mexico
antfmﬁﬁv to LT should also he higher than U.5.4. since
i hovever, antibody levels to Cr or may nol he
LJgher depending on the importance of the OF in that ares

=

elatic La;i) X
potentﬁatly protec
Lo antigens can

i breast milk




3. Rationale. He Llan 4o measure iho antivody levels to C¥ and 17
ac1at1ﬁg women and compare these anti

& 2] 5 €8 volliected in Texico, Costa Fica

rnﬁ bhe 1.5 A, in nrdm“ to LEERGS the level af oxpo‘are of these
Suteropathogenia antigens in the vopuiation groups,

B, BEECIFIC AT
To mesiuee sntibody lovely b LT and OF in milk samples from Bang-
izadeshi Jucnatin WOmen &nd compare them to levels irn milk samples

5 H E

Trom grouns of women in J.B0AL, exico and Costa Rica,

C. JETHODS ¢ DF PROCEDURS:

Fiftj Py ladeshs women whe deliver s baby at Imoca Tedical College
Huspitul wil) De Tecruited far the study. The women will answer g
short verbn: direstlionaire {seo ? gquestionaire enclosure} with the help
oft a Pielg wOrker.  Breast ;1]P wili then he collected (5-10 ml } by
%ﬂemmmm‘nfmmulrmmb sion.

The miik wili immediately he alequoted into three alequots and then
Snap frozen inp liguid nitrogen, wo he transported back +to CRL. %he
ohmw:ﬁs wiil than pe _Vopnliuzcd. The mitz sanples will then be n

: antl LT by the ¢ adrenal cell ssaa Woin Jaces and one
be.sent tn Br. Dolores ~v”ni_gﬁgﬂjli¢ AS54Y Lhe samples
LTy B

H—

B2 assay and for Lol anti P by Blisa AZSEY .

C v“ng samuvles fram Cogta Rica, Mexico and J.5.A.
in the same “4s3ays.  Total Ted wiil ;100 ve fmeasured

utibuiy Will he eXpressed ag antibody titer per Iga.

.dLs from 2ach of the ge0fraphic areas will be uszed.
o] Liter and tie srevalance of detectanle
wtl] “0 YOWDBWtd between the geographic areas.

=
=3
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=
%

P

.

This ebudy would aud Lo our understa anding of fhe eDJdemOiobv cf
SNSerotoxgenic B, eall and the role ﬁp'LOh(r—hvue calonization

e b

i
FACLOY iy Bhe world vide disiributio:n of the disease.

wn AT Y Ty fore
i, FACT LiITIES ‘\A-A\ullj LAl
R T ks

. 0fiee “pace is alveady provided.
o bab apace §g - dalready provided.
Gepital resourges: none,

Mo Animed TEBQUICes: none.

5. Togistic ey “PPOTLD Cranspors e Jacea “ledical College.
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6.

Equipment: none.
7. Other.
F.

COLLABORATIVE ARRANGEVENT

.
To

Professor Syeda ¥eroza Begum, Synecology and Obstectrics Unit T
has approved the collection of miik samples from ner unit

.

Jolores 4, Fvans, Ph.D.

will be performing the colonization factor
and I'T FLISA assays ln Houston, Texas.



1.

L.

SECTION ITI - RUDGET

Projeet Requirements

A. DETAILED BUDGET
PERSOAREL SERVICES
Percent of effort Annual
Name Position or number of gays Salary TAKA
David Sack Investigator 5% # 34,750
. Neogi Lab Teheniciap 5% Tk.20.,000 1000
Epidemiology Fielq Assistant 5% T, 20,000 1000
Sub Total: 2000
SUPPLYES AND YATERTALS
Ttems Unit Cost Amount, Reguired
Collection viale 15¢
Liguig nitrogen
Time on lyophilizer 200
and centrifuge
Tissue culture plastics
and media
Sub Total: 200

EQUIPMENT

None

PATTENT HOSPITALIZATION

None

CUTPATIENT CARIL

None

" DOLLARS

1,737.50

L, 737.50

100

100
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CRL TRANSPORT

Milage-Daceca: 100 miles
Ailege~-Other: none

Hours-Water Tranzport: none

TRAVEL AND TRANSPORTATION OF SIRSONS

Yone

TRANSPORTATION OF THINGS

None

RENT, COMMINICATIONS & UPILITIES

Postage

PRINTING AND REFRODUCTION

OTHER CONTRACTUAL SERVICES

None

CONSTRICTTON , REROVATION , ALTERATTONS

None

Project Requirements
J

TAKA

ho

Sub Total: 840

Bub Total:

2000

DOLLARS

20

20

Sub Total 2000
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B, BUDGE? SUMMARY

Project Beouirements

Categogx TAKA DOLLARS
Personnel <000 1, 737.50
Supplies 200 106
Equipment

Hospitalization
Qutpatients

CRL Transport 8ko

Travel Pervsons

Transportation Things

Rent /Comminication 20
Printing/Reproduction 2000

Contractusl Service

Construction
N e

Total: 5040 1.,857.50
‘Total & 2,193,589

Total to CRL: ¢ L6

Conversion Rate A R 15
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ABSTRACT SUMMARY

Fiftiy lactating women will %e required for ihis gtudy since breast
rilk samples wiil be collected.

Mo risk is associated with obtaining breast milk. In fact it ig the
custom in Bangladesh for mothers to express the colostrum ang discard
it. Ve would be collecting the milk which would cthervise be discarded.

Not applicable.

Names, addresses will not be obtained. Patients will pe identified by
2 code number and there will be no link back tc the patient.

Oral consent wiil be obtained. Because of the absence of any rigk,
written consent ig not warranted. Mhe study will be deseribed to the
vomen as shown on the enciosed form,

The enclosed qQuestiomaire will be filled out.

There are no risks. The individuels will not benefit from the study.
Society may bhenefit through eventual control of diarrhes diseases which
requires studies tc.gain a better understanding of the epidemiology and

immunclogy of the diseases.

The study requires milk samples only.



GQUESTIONNAIRE FOR RKEAST MILK STUDY

Date of collection_

Collected by

i1k Gemple number b

Date of delivery“

How meny children does the mothep have now

Does the mother usually breast-feed her children

e e e e et e

How old will the baby be when she stops breast—feeding
S

Did she have en episode of severe diarrhes during her Dregnancy
————

If yes, describe

Was she admitted to tlhe Cholera Hospital when
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ORAL CONSENT INFORMATION

Because of the absense of risks, and the nature of the study, consent will
he given orally. With each individual, the investigator or the field worker
will explain the study in the followling manner.

"rhe Cholera Research Hospital is doing research in diarrheal diseases. One
study, which we would invite you to participate in, is one in whieh the
amount of antibody to certain diarrheal diseases (protective substance} will
be messured in breast milk. This wili help us gain a better understanding
of these diseases. If you agree to participate in the study, we will ask ycu
some questions aboul your health, about your plans for breast feeding your
baby and we will take a small amount of milk to be tested for the level of
antibody.

There are no risks to participating in the study, You do not have to par-
ticipate and your care in this hospital will not be changed or altered in
any way because of vour decisicn regarding the study. All of this infor-
metion will be kept strictly confidential."
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