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- 2,. Does the study -involve: : S B
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{a) Nature and purposes of
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(b) Procedures to be
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alternatives used (:::) No
(c) Physical risks Yes HoA.
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(e) Benefits to be derived @ No <~
{f) Right to refuse to
- participate or to with-
draw from study No
(g) Confidential handling -
of data No
(h) Compensation §/or treat-
- - . ment where there are risks
or privacy is involved in
-any particular procédure Yes No
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7. Abstract summary: Dysentery is caused by a range of mi-
crobes including bacteria and parasites. Clinically it presents
with.bloody diarrhoea and fever. Lack of rsliable laboratory
tests to assess severity and.Tagnitude of amoebic dysentary in
urban, intercity énd Fural settings nas led to often improper
diagnosis and mismanagement.

In a one year case- control study we propose to assess the

severlity of E&nfamoebs Histolyviica (EH) infections among over 1-
year-old patients of either sex, presenting with dysentery at ths
Dhaka Clinical Research Centre of the Internationsl Céntre %5r
Diarrhoeal Dissase Research, Bangladesh(ICDDRE). Cases will .be
Qiarrhoaa} pgtignts whose stool microscopy shows over 10
RBC's/hpf and hasmatophages EH trophozoites, and in whoé kinown
bacillary causes of dysentery are excludéd. There'will be three
types of controls : patients with dysentsry due to shigellosis,
patients with dysentery not due to shigellosis, and patients with

watery diarrhoea. The controls will be matched for sex and for

age according to the following categories : 1-2 year ( +/- 3

- —— e — - o — ———— - — - e ———

months ), 2-5 vEar ( +/ ﬁbhthsvg 5 15 year { +/— 1 vear ), » 15

vear ( +/- 3 year ). Magnitude is hare defined as the numbsr of
cases among this population. As prime indicator for disease
severity stands the number of faecal nagmatophagous EH tropho-

zoltes / hpf pressnt.
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In the. context of regipnal institutional collabération, this

will be 3 Jjoint-project with Dr.KN Jalan, Chief Coordinator,

Kothari Centre for Gastroenteroldgy, The Calcutta Medical Re-

search Institute, Caléutta, India.

g. Reviews
(i) External Reviews : see attached copies plus’
our replies.
(ii) Research Revisw Committee
(iii) Ethical Review Committee:

(iii) Director’s signature:
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ITI: RESEARCH PLAN

AL INTRODUCTION

1. Objective:

The objective of this study 1s to assess the following
issues among dysenteric patients older than 1 vear visiting the
ICDDRE Dhaka Clinical Research Centre. B
& . what is ths magnitude of Entamosbs Hiﬂtolyfica inducead

illiness.

D. hﬁw does the-seve?ity Df“the illness rélata to prognostic/
risk factors including circulating antigen-immune
complexes, iso-anzyme pattern of EH isolates serum antibody

response, mutritiornal status, soclioeconcomlc status.

what is the seasonality in ths prevalence of amocesblasis.

(3

28]

Background

Within the dysenteric syndrome, bacillary dysentery, partic-
ularly shigellosis, is a disease of recognized major public |
health,impoﬁtanca.im_LEtﬁs of both_monbidity_and.mortaliiyﬂ*In — e

contrast, the impact of amoeskic dysentery on public health i

0

izssz well-aafimed because of inadequate diagnostic tools avail-

AN}
[

@

la and resulting insufficient treatment {1-8). A recent ICODRE

0

i

tudy has dascribed clinical distinctions between bacillary and

amoebic dysenterv({%). Hospital surveillance studies at ocur Centireg

using conventlional detection methods asszssssed a & % infection



rate of amoebilic dysentery, definéd‘és bloody diarrhoea with
haematophagous Enfemoeba Histolyviica trOphozoites (10,111, It
affects mostly children between 1 and 5 years and adults above 40
vears., In 1988 £ histolwviica cysts or trophozoites were detectsed
in 22 stool samples of 6024 impatients (1.4%) and 82 =tool sam-

ples of 2675 outpatients (3%) with clinical dysentery seen ted at

Recent amoebic dysentery screening methods such as serum
sntibodies and cilirculating antigen-immune complaxes should,
nowevar, contribute to-refiﬁiﬂg thé‘diagnosis, to assessing the
maénitude of dissase in this population and to redefining indi-
vidual or population treatment criteria (12-31).

Since this survey will coéer one vear, it will also allow
for an assessment of tha‘seasonality of amopebiasis among this
oopulation.

Rationale

€

Compared toc bacillary dysentery, amoeblasis haszs basen rela-

tively neglected as an area of research. We feel that therse is &

‘Jﬁeed t& EﬁgraQEF;-tooi; for diagﬁosiﬁ of gﬁoéﬁiasis as to accu-
rately assess both its magnitude in the community and its cegree
of dissase severity in individual patients.

In ths context of regional collaboration the study will be
conducted in collaboration with the Kothari Centre of Gastrosn-

taug}qu,.QaLEHrtg.

i
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B . SPECIFIC AIMS:

L. To assess whether isoenzyvmes patterns of EXH isclates in

stool, serum antibodies and circulating antigen-immune

complexes could serve as indicatore for amoebic disease

severity.
2. To determine the role of nutritional and socioeconomic

'''''' status as prognostic/risk factors for amoebic dysentery
(32-74).
C. METHODS OF PROCEDURE:- -

Patients’ selection and recruitmernt

Over a one-year period, all patients over 1 yvear-of-age of-
elither sex presenting at the ICDDREB Dhaka Clinical Research
Centre with clinical dysentery will be s2ligible for the study.
The present friage criteria for referral to the shortstay treat-

ment centre or inpatient area will be observed (10). IT the

patient gualifies as a case ( see below ), he/she will be invited

to participate in the study and written consent of the patient or

trols will be made as follows (35-41).

1. Patisnts with a history of three or more bloody, unformed
stools curing the preavious 24 hours, admitted to the short-

stay treatment arsa or 1npatient ars=a, in whom known, bacil-

' laFyrééQéééfE¥”dysenteyy are excluded( see 3.).

.



2. Microscopy on'wet mount stoolrsample showing > 10 RBC/hpT.
haematophagous &4 trophozoites.

Stool culture negative Tor Sfugells spp, Campylobaci-

(6]

sr, Balmonsella, Llesicomonas shicgelloides, asromonas fHydroohii -
la, Enterchasmorrhagic Escherichia coli (42-447.

Controls=TI:

1. Patients with a history of three or more bloédf, unfofmed
stools curing the previous 24 hourrs, admitted to the short-

stay or dngatient arsa.

2. Microscopy on wet mount stool sample showing > 10 RBC/hpftf.
but no &4 cysts or trophozoites.
3. Stool culture positive for any Shigella spp. )

Contrpls-IT1-

1. Patients with a history of three or more bloody, unformed
stools during the previous 24 hours, admitted to the. short-
stay or inpatient arsa.

2. Microscopy on wet mount stool sample showlng > 10 RBC/hpf,

e —-but om0 EH-0YSES o1 - trophoIolEEss - o o - oo h L e e

3. Stool culture negative for any Shigella spp, whether or not
positive Tor any othsr microorganism.

Controis-1IT71:

1. Patients with a history of three or more _watery diarrhoeal

stools during the previous 24 heours, acdmitted to the short-
stay Or inpatient area.

I

~i



2. Microscopy on wet mouht stool sample showlng <_16-RBC/hp%,
210 WBC/hpf, and whether or not £ cysts or trophozoites
but no haematophages.

Prior use of antibiotics will exclude patients from the
study.

On admission history and findings on physical examination
willwbelrecqrded_L appendix I1). A day-to-day clinical record will
be kept. On thres occasions a fresh stool sample will be examinesd
for £+ trophozoites. A 5 ml serum sample will be collected on
admission and two weeks later.

The magnitude of E£4~induced i1llness 1s herese defined as the
rumber of cases among the above population.

Disease severity assessed on clinical‘grounds including
degree of malnutrition and sociceconomic status will be correlat-
ed with the paired titers of serum antibodies and circulating
antigen—immune complexes.

Laboratory examination

Grogs and micrescopic examination: On three cccasions a wet

mount of fresh warm stool specimens emulsified in saline will be
examined for £4 hasmatophages and red blood cells. For £ cysts
formol-ether concentration method will be used routinely. Perma-

nent preparation will be done by hematoxyline staining.

Pacteriolosy: The stocl specimen

@

4

om inderx cazes will bs platec
immediately onto Mac Tonkey. .and-S5S agal to awvoid loss of shidella



1T present. Stool will be cultured for Shigeslias spo, Campyvionac:-
&, Salmonsllis Spp; Plesiomornes shigelloiodes, QA8romonas a8 ol ne-
g3, Vibrio cholerae and Snisrs-Hasmorrhaogls EScﬁ&rfcﬁ{a

ool JI(EHEC) (42-450.

gz  Stools Trom the admission and follow-up specimens of

cases and controle will be frozen at ~609¢ to identify viruses

involved =1ther d

2 & copathoogan or as 2 confounder.,

§
LI

Tissus specimens. In selacted cases, adult patients will underas

irigid siamoidoscopy afber gult Tavages ( appendlix IT ). Patients

with fulminant disease will be excluded firom this preocedurs. The

15

e

§i
il
(4

endoscopy will allow to s bthe distribution of  the lesions in

pecimens obtained from suspect ulcers or

L

the lower gut. Tissus

mucosae will be preserved in formaldehvde and examirned by inds-

Sgerpliogy: Under ztrict starile concditions. a 3 ml blood sampls

[R

[ R,
rediatin

0

will ke obtained . for homologous serum antibodies and o

antigen-immune complexes on admissicon and at a two-wesk Tollow-

-~

Cazses. The age aroup of 1-5-vear=e-cld will receive metronid-
2zo0l 1n & suspension (7.5 mg/kg body welight tid for 10 davs). the

older ade aroup tinidazol in tablestel 1| ¢ once a dav for 7 dave

for the 5~15% years, 2 g ance a cay Tor 3 davs Tor the- above 135,
- I
yEarz 1{50) -



Contreols. The control-1 patients will receive nalidixic acid
treatment, 1f needed to be changed according to thes sensitivity
pattern of the Shigeslla spp culturesed. Thse control-II patients
will be treated with antibiotics according to the stool culture
and sensitivity pattern found. The control-I1I1 patients will

receive rehydration therapy and antibilotics 1f¥ and when required.

" The patients will be primarily treatsd by the ward physicians who

will 2lsc decide about the duration of hospitalisaticn,

Proghostic/rishk factors of interest

Primary:

me presences and Titers of clroulating FA-antigens{fres or
as immune-complexes).

1.2, The presence and titers of circulating antibodiss during the
acute phase.

Sgcondary (indicators of clinical severity)

2.01. The pressnce and numbers of haematophages 1n the stool.

2.02. The number of RBC’$7£n the stoocl. .

2.03. Duration._of_prehospital illress. . . __ . .. . _ o

rJ

.04. History of fever{T:38°C)
abdominal pain
teanesmus

nausea/vomiting

1o



The body tempefatura

2.05

2.06. Blood WBC/mm~x10C0

2.07. Ht{%’

Z2.08. Liver si:ze

2.09. Abdominal masses

2.10. The nutritional status { welght, height, mid arm

circumference ) ' ) T B - T

Z.11. Secioeconomic status

Sample size calculation

1. Severe casss as defined above, we assume, wWwlll have circu-
lating antigen in at least 70% of the patients. In
controls-1I we do not expect circuiating antigén in more than
30% but likely even liess. To detect a differernce (&a=.05,
bx.1) the sample size will be 0 patients per group. In the
controle-I1 and -11T we expect an aeven lowsr proportion to
mave cilrculating amosba antigen. Therafore the sample size
will be even smaller.

T.— If we expect in-sovere casss a -rise -in-oirculating-antibody

titer to occur in more than 70% of the cases, ang in ocon-

[

f

n la:

[h

trol-1I

1t

30 patients.

11

s than I0%, thz sample size per group is about



I. On the assumption that £0% of the cases, I0% of the con

trole-I, and 15% of the controls-I1 and -I1II1 suffer from III
|

degree malnutrition, the sample size will ke 53 1in sach

group.,

4.  On the :assumption that the lowest socioeconomic status (

-.dag;ee iII) ia.éféééﬁt-iﬁréO% of the éaéé%; iﬁ-éd% O% the-éS&;
trols-IT1, the sample size 1< aboﬁt 2% in sach group.
Pro@osed that there 5& twlice as many contrgols-1, and trice
as marny controle~-I1 and ~III combinad thanm cases, the over
all numbers of patients studied will be as follows. Cases:
55 ;‘Controls—l: 110 : Controls—II ang -III :165.

Data analysis This 1s a descriptive caae—cpntrol study of &H-

inducsd dysentery. Based on the above surveilillance data we are
gxpecting to be able tp enrpll the 55 casgé Within one vear,
Eince among the study population shigsllosis and watery diarrhosa
are more common than amoebic dyvsentery wé are expacting to e%roll
e ccothE O Tomtrols-I and 165 cgntroisw{f;aﬁd“*fiI"wfthfn tnE"§amé“'“ “

=ts Tor case-control studies

[t

periocd. Appropriate statistical t

will be applied,. Discriminate analvsis and linear regression for

£
]

L}

assessing diseass severity will be psrformed in retrospect. .pa

!
!

12




Facrlities reguired:

Existing facilities will be used. The assays of circulating
immuhe complexeé and homologous serum antibodias will be set up
at the ICDDRB inm collaboration with Or KN Jalan, Chief Coordina-
tor, kKotharli Centre for Gaatroemtgroiogy(KCG}, The Calcutta
Madical Research Institute, Calcutta, India. In the initial phases

the assays will be run concurrently at the ICDDRE and KCG. Tissue

specimens will be Jjudged independsntly in both Centres.
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Apperdix I
History and physical examination

PATIENT’S NAME

STUDY #

FATHER’S /HUSBAND’S NAME

ADDRESS

"PATIENT #

MATN OCCUPATION

~ O1=SERVICE

02=BUSINESS 04=PROFESSICNAL

~_ 08=DAY LABOUR 16=MINOR 32=OTHER.

#

[ADD}



DATE OF INTERVIEW - P

SEX 1=MALE ,2=FEMALE. T
AGE IN MONTHS ’ T
RELIGION _ : "

-+ - (1=Muslim,2=Hindu, 3=Christian,4=Other- ) e
OUT / IN - PATIENT T

(1=Out Patient,2= In Patient.)

(1=Urban, 2=Sub urban, 3= Rural)

FEVER 1IN °C 1111 (>38°C).

DURATION OF MATN SYMPTOMS R O P

ABDOMINAL PAIN/ACHE OR 1
DISCOMFORT (O = neither,l = ache, 2 = pain, 3 = both)

HUNGER PATN i ! (l=yes,2=no )

CURRENT (during present illness)NO OF STOOL PER DAY |_!_|

CURRENT TYPE OF STOOL (1= watery, 2=lcose,3=semiformed |

4=formed 5=hard)
ACTUAL WEIGHT LOSS IN LAST SIX MONTHS(1=2Kgs,2=2-bkgs 3=b-10kgs

4= 10 kgs ‘ - '



PAST TREATMENT

ANTI AMOEBIC

ANTACIDS

ANTT HEIMINTHIC

OTHER

FAMILY INCOME PER MONTH (in taka,l;'_=500—1000,2=>1000-—3500,,____
3=>3500-5500, 4=>5500-7500,5=>7500-10,000,6=>10,000.)

EDUCATION OF FAMILY HEAD (1=none,2=primary,3=secondary,4=higher
secondé%y,5=graduate, 6= post-graduate)

EDUCATION OF MOTHER (1=none,Z2=primary,3=secondary,4=higher sec-
ondary, 5=graduate, 6= post-graduate).pa

PROFESSION OF HOUSE HOLD HEAD {(l=govt. service,2=private
service,3= business 4=skilled profession,5=other profession,6=day

labour, 7=cther ).

TOTAL FAMILY MEMBERS ADULT MINOR TOTAL

TOTAL EARNING MEMBER

LIVING HOUSE STRUCTURE {TYPE OF Wall V& Roof ;1

: =5amboo,2=straw,3=tin,4=pacca,Szother).~ N .-

NO OF LIVING ROOM

LATRINE STRUCTURE (1= Hanging latrine, 2=pit latrine,
3=definite site but no structure,4=sanitary latrine,5=po definite

site).

T
A
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PHYSICAL EXAMINATION

GENERAL EXAMINATTON

PULSE ( beats / min )

BP { mm Hg ) .

WEIGHT(kg)

. HEIGHT( cm)

MID ARM CIRCUMFERENCE(cm)

SKIN FOLD TRICEPS(mm)

SKIN FOLD BICEPS(mm)

SKIN FOLD SUB SCAPULAR({mm)

DEHYDRATION (O=absent,l1=mild,2=moderate 3=severe)
PEDAL OEDEMA

JAUNDICE

LYMPHADENOPATHY ( Oznon-e ,1=cervical,2=axillary,3=inguinal, 4=gencralised)

CARDIOVASCULAR SYSTEM{O=normal,l=abnormal )

RESPIRATORY SYSTEM (O=normal,l=abnormal )

CENTRAL NERVOUS SYSTEM{O=Normal,l=Abnormal )

JOINTS(0=Normal , 1=Swelling, 2=Other 3

ENLARGEMENT OF LIVER(cms below costal margin in midclavicular line}
ABDOMINAL DISTENSION
SPLEEN PALPABLE

MASS{code site as above ; O=nc mass)

'



Laboratory INVESTIGATIONS

Blood

Hb g%
ESRmn / 1 hr
White blood cells / mm> . 1000
Cell differentiation ( % }

N

L

E

M

‘B
Serum EXAMINATTON
Circulating EX¥ antigen/immme complexes
Circulating antibodies
TOTAL PROTEIN g%
ALBUMIN g%
" GLOBULIN g%

BILTRUBIN mgx

ALK.PHOS u/L
5.G.0.T. u/L
S.G.P.T. u/L .
AMYL%SE_ . gﬁ?

CREATININE  mg%

SUGAR mg%



Stool microscopy

WRBC / hpf
RBC / hpf

(A)STOOL PROTOZOA

(1=cyst,2=troph, 3=both)
E.HISTOLYTICA

-~ G.LAMBLIA -

{B)STOOL HELMINTHS

(1=larvae, 2<=ova 3=both)
A.LUMBRICOIDES

A .DUODENALIS

T.TRICHIURA
S.8TERCORALIS

T.SOLIUM

E.VERMICULARIS

T .SAGINATA

OTHER

STOOL CULTURE

{0=-ve, 1=EHEC, 2=Campy 3=Salm,4=8hig,5=Yers,6=Cholera, 7=Aeromcnas

19



Appendix II

Gut lavage, lower endoscopy and biopsy:

In selected cases, adult patients will be invited to undergo
a gut lavage with a solution of the following composition :

PEG—4000 or mannitol 80 mmol/1

NaCl 25 mmol/1.
KC1l 10 mmol/1
NaH(I)3 - 20 mmol/1.



appendix III
Laboratory procedures.
The following procedures will ke eztablished at the ICDDR,B:
1. Zymodemes characterlzatlon using cellulose acetate electro-
- - phoresis-—-or-starch gel electrophoresis (Salgaaunt 87). To iso-
late E. histolytica, fresh stools wWwill be inoculated into Robin-
son’s medium (Robinson, 1968) ahd inoculated for between 48 and
72 houtrs. Trophozoltes are harvested when they are about 5 x 104-
or more organisims and then lysed by freszing and thawing in the
presence of enzyﬁe stabilizers (Sargeaunt and Williams, 1878).
Aafter removing cell ‘debris by centrifugation, drops of superha—
tant will be frozen in liguid nitrogen to prepare beacds. These
beads are then unfrozen when reguired and applied to plates in
cellulose acetate electlophor851s or are soaked into cotton
threads for starch gel electrophoresis. ToO distinguish between

zymodeme 1soenzyme elECbPOphDFESlc wlll be performed for the

enzymes g glucose phosphate isomerase (E“ 5 A 9) phosphogluco—.
mutase (EC. 2.7.5.1), hexokinaze {EC. 2.7.1.1) and 1 malate:
NADP+ oxidoreductasze (oxalacstate decarboxylating). Both cellu-
lose acetate and starch gel electrophoresis will be undertakenr

cut every effort will be mads to use orily callulose cetate

O]

- electrophoresis because of its implicity and other advantages.

- . - - i . - - .
- i ot rsd i Bk pkebeit e M s e wRbeae—ia = - e . N i L
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2. The detection of antigsn 1in po]yethylene—glycol;precipitated
circulating immune complex (CIC). Serum samples will be collect-
ed from cases and control groups. CIC will be prepared by precip-
itation with 2.5% polyethylene glycol {PEG) as it is described by
Yinayak and others (1986). Briefly, 0.2 ml of serum will be
mixed with PEG in veronal buffer saline; pH 7.6 and incubaped
bvekniéhf at 49C the samples will then centrifuged at 2,000 x-g--
for 20 min at 40 ¢, The precipitate will be washed once with

2. 5%--PEG in'veronal buffer saline containing 0.01 EDTA. Finally,
the precipitates will be dissolved in 0.2 ml of wveronal buffer
éaline by incubation at z7% ¢ for one hour.

E. histeclytica antigens Wwill be prepare from axenically
orown E. histolytica and antisera agaiﬁst the whole amsbic ex-
tract will be raised in rabbits using established procedurss.
Fimally, ELISA procedure will be used for this purpose as it is
describved by Vinayak and others (1986&) or Ghandl and nthers
(1988). R
-~—-~;3., .Determinatinn .of antiamebi;dantibqgies will be performed by

cellulose atetate membrang precipitim test and agar gel diffusion

test. Cellulose acstate membrane precipitin test for detection

of antiamebic antibodies will bs used as it is described by Stamm
~and Phillips (%977); Far this purpose cellulose acetate membrane

strips will be in use. Results will be available within 4 hours

using this test. Since 3 positive agar gel diffuzion is rare 1in



the absence of active invasive amgbiasis and the test is useful
for the confirmation of successful treatment, in that 1t does not
usually remain positive for long, this test will be used paralle-

ly with the cellulose acetate membrane precipitin test.

The serological assays will initially be carried out in parallel

at the Kothari Centre of Gastroenterology in Calcutta. Isolates

will be preserved in liguid nitrogen at -19¢C ¢ and subcultured

within two days before transfer ( by hand )} in Robinson’s medium.
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Reply to the issues raised by the reviewers.

a.

Profeszor Mathan

1. We have followed Professor Mathan®s advice to contrast the

2.

irg one from KCGE has considerably been condensed and simpli-

study groups differently.

The cases will be defined as before.

There will be three types of controlé

l.‘patiéhts with d;ééhtery du=z to shigéiiosié.

2. patients with dysentefy due to any other bacillus, or in
whom horpathogen could be identified.

3. patients with watery diarrhoea.

The collaboration with Dr Jalan is deliberately sought for his
great expertise on EH clinic and serclogy.
Gut lavage has become a routing procedure in EH colitis diag-

nostics at the KCG having been performed over the years with-

_out-complidatiohsu 5t'the TCDDRE it won’t be performed In

fulminant cases.

The gquestionnaire that for,that matter was fTramed on an exist-

fied.

An updated budget has been added.




b. Dr Ackers
When funding becomes available both clinical and laboratory

parts of the study can be conducted.

v |

1. Cases are unequivocally defined as
1. Patients with a history of thres or more bloody, unformed

stools during the previous 24 hours, admitted to the shortstay
rgfeatme%lnarea or inpatlent aréé, in wﬁoﬁ knan baeillary causes
of dysentery are excluded( see 3.9,
2, Microscopy on wet mount stool sample showing > 10 RBC/hpf,
Masmatophagous £4 trophozoltes.
z. Stool culture negative for Shigella spp, Campylobaclt-
7 ér;Salmonglla, Flasiomonas sﬁig&llaia@s,'ﬁ&romonas frvclrophi-
la, Enterohaemorrhagic Eschericﬁiarcali.
2. EH trophozoites will be looked for irn a fresh warm stool
sample emulsified in saline. EM CysLS will be sought for using’
the formol-ether conéentration method.

%, The zymodemes are studiegd according to Sargeaunt (39,31).

-~ .




c. Dr RL Guerrant

Recaucse stool samples will be examined for the presence and
number of RBEC’s, there is no need for the guiaic test.

We will see off from storage of stocl samples.

We could consider determiration of cytotoxing in cases suspect

of ¢l difficile infection.




— W

Summary for the Research and Elhical Revisw Commitlees.

Lack of reliable laboratory tests to assess sevarity and magni-
tude of amoebic dysentery in urban, intercity and rural settiﬁgs
has led to improper diagnosis and management to a large extent.
Therefore there is a need for a validation of the newer serum
testes such as the determination of Tirculating antigens of Enta
moeba Histolytica (EH) - the causative agsnt of amoeblasis - and
antibodies against established paramsters of dissase severity
such as the number of blood cells and blood ingssted EH protozoa
in the stool and related to clinical findings. After such a
valicdation in a proper case-control hospital-based study involv-
ing the most serious patientslthesa tools would bscome available
for studies in slums and fisld. We therefore propose in a one-
Na=-I-18 case-control study fo assess the severity of Enlamosba
Histolyibica fEH) infections among over l-year-old patients of
either sex, praesenting wifh dysentery at the Dhaka Clinical
'nggafchdpeqﬁggﬁqfqtbg_anerpqtipnglrgqgﬁne,fthDiarrhoea;_Dis—“
cass Research, Bangladesh(ICDDRE). Cases will be diarrhoesal
patients whose stool microscopy sho@s over haematophages EH
trophozoites and 10 RBC’g/hpf, and in whom Xnown baclllary caudses

of dysentery are excluded. There will be three typss of controls

- patients with dysentery due to shigellosis, patients with

dysasntery not due to Shigellosis, and patients with watery diar-




B B

rhoga. The controis will be matched for sex and for age according
to the following categories : 1-2 year ( +/- 3 months ), 2-5 year
( +/- months ), 5-15 year ( +/- 1 year ),“> i5 year { +/- 3 year
). Magnitude is hers defined;as the number of cases among this
population. As prime indicator for disease sevefity stands the

number of faecal haematophagous EH trophozoites / hpf present.

The étudy'aill not interfers with the care and treatment by-fhé
ward phyzician-in-charge who will also decide about the duration
of the patient’s admission. On two occcasions, on admission-and
two weeks later, 5 ml of blood will bs drawn for serology. On

selected cases sigmoidoscopy will be done if the clinical condi-

tion so requires, but not in fulminant disease. The study will be

conducted in collaboration with the Kothari Centre for Gastroen-
tegrclogy ( Research Coordinator : Dr KN Jalan ) where extensive

expertise on amoebiasis already exists.
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~tlailed Comments
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Lo T v Telumr e TRy o
Plea.fse,- briefly Provide your opinions of thig propesal, giving’
special attren_j:ior_; to the originality. and feasibility of the .-
Project,-its potential for providing p :

who present’
» a8s8ess the severity

adjacent country with similar lrommental factorsi in Calcutta.
It would therefore be appropi-iiate and of high Priority to have a
: s 9

G o L - b '
1. Three groups of subjects are defined. (1) patients. (ii)
Shigelloaag.:opatients, and (ii4) Watery diarrhoea, These three
£r0uRs are neecessary for looking at the antlbody regponses and at
the elreulating immune complexes. But since ane of ithe major aigs
of the study is to look at the diagnostic eriteris and clinieal
88 of the diseagse, it kay be more appropriate to have two

Dajor groups -~ (i) patients with dysentery as defined by the criteria =

of cases and (ii) a control group of age, sex etc., matched patients
with watery diarrhoea, The patiemts with dysentery bould then be

had -invagive diarrhoea. It would enable deteminatigm of the
contzibution of FH to the bloody diarrhoea Syndrome and the clinical
severity between groups can be compared. A further sub-group of
thiz will provide the materizl for deciding the efficacy of the

other imrestigation.s, the antibodies.a.nd_the Lmmmmne complexes
vidlch are Proposed. Since EH detection <8 at low frequency, the
3tudy design couid be such that when a specified number of EH _
0s8itive patients have been included the stnggecould be terminated.

bis would provide adequate rmumbers of the o

: |
» It is most agauropriate that Dr. X.N, Jalap is » collaborating
avestigator. hig 12 1 ]
ermination ani the techniques for the lmmune complex determination
tv2 been established and standardised. Hig help woulg be most
l:iable in the successful completion of the study especially since:
' das considerable clinical experience with these syndromes.
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3. However, I do have reservations about the cleansing solutiom
approach, where the patient drinks 4 litres of the cleansing
_ solution. Thisg ig the standard preparation for colonoscopy
;- which is used now all over the world. ZHowsver, there is a - . "
©.owio- potentdal rigk in using this in patients with clinieal invasive
. -- amoeblasis since some of them might have amoebic ulcers which -
. 7¥T are pemetrated through the muscularis and there is a potential
. riek of perforation 1f this solution is used in them. An '
‘alternative approach would be to use a rigid sigmoidoscope for
 examining the lower large bowel,’ obtain smears from suspected .
- . ulcers or mucosae and also obtain rectal biopsies (this im -
SEST proposed in case) and examine them for the presence of
R amoebiasis;""age‘_vnblished literature would suggest that the
- yelld would be similar in this case. In the case of +he

:. colonie washout, examining the very large volume of fluid:::iwroizfzci
© wiich will be expelled would be a major difficulty. - e
- 4. The questionnaires etc., which have been appended are adequate
= but they are rather extensive,~ Whether thisz detailed information
""" is necessary is doubtful. The longer the questionnaire, the less .
... likely they are to be filled in accurately.

S.The deta.‘Ll':s“o'f the ‘budgetwere not é.ppéncied." I an therefors
""" unable to comment on the budget. )

frosreew e e - 'fv . e e W v b s — IR " - v
A
[ ,..--—__""\
V. I. Mathen, M,D,, Ph.D., P.R.C.P., F.A.M.S.,
Professor of Medicine & Gastroenterology oL T

©7 77" "Head, Wellcome Research Unit &
o Departuent of Gastiroenterology
Chrigtian Medical College Hospital

Vellore 632 004, India
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. Pléase briefly provide ¥our opinions of this proposal, giving
special attention to the originality and feasibility of the
project, its potential for providing new knowledge and the
“Justification of financial support sought; include suggestions for
modifications (scientific or financial) where vou feel thay are
Justified. . L i g

IR o T 7 : *’r_,«a:, ;..q..bie‘-;-{?
(Use additional pages if necessary) S cxiips thg

[T S SN . - avis
o PO .l L ; . . IRy T

The aims of this study are important, and in many respects coincide with

an investigation proposed by Dr Andrew Hall with which-T ‘am associated.

It is not appropriate for me to comment on organisational matters within

ICDDR,B, but I would hope that if both studies are_ funded it will be . el n o
-~—- possible- tof riin- them collaboratively, or”e&en“combiﬁezpheﬁ;“%???”ftf”"“““"‘va“mf“?fTTT?"

S DR

F

- v e N S

The' three objectives defined on page 3 of the épplicétion are all

posed;"partichlarly the first ('What is the magnitudefofTE.histothica
induced illness?'). My reservations relate not to the objectives of this
project but to certain featuresrof the study design. .

- - Pt e vt T e

1 "1 am not very clear about the definition of a tase. In the
abstract summary (Page 2. para. 7) and on Page 6, it is implied that a
case 1is any patient with bloody diarrhoea in whom a8 known bacillary
cause has been excluded; but in the procedure {Page 5, para.- 2) it is
stated that haematophagous trophozoites of E.histolytica must also be
present. Depending on the study design and objectives either definition
of a case’ might be appropriate, but they are obviously not the same,

2 Some of the details in the proposal suggest to me that the
Principal Investigator is not very familiar with the techniques needed
to study E.histolytica: for example on ‘Page 7 it is stated that the
formol—ether-concentration method will be-used to look for E.histolvtica

(and should certainly be carried out routinely), trophozoites are
generally destroyed by this procedure and are best detected using wet-
film examination of very fresh, warm specimens emulsified in saline,

3 I am also concerned that there is no mention of where or how the
zymodemes are to be determined, and I do not understand what is meant by
"Amoeba zymodeme titre" (item IY on the Laboratory Findings form).

These criticisms should not detract from what I see as a valuable study,
but one which needs to be rewritten with the help of expert
parasitological advice - which I am sure is ava.lable in Dhaka. I am
particularly pleased to see that it is intended :o investigate further
Dr Jalan's interesting but stil} controversial s rum antigen detection
test. -
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The amgebic dvsentery syndrome 1n adults and children

CONSENT FORM
{ Translation of the Bangla original )

The International Centre for Diarrhoeal Disease Research,
Bangladesh would like to carry out ressarch on amoebic dysentery.

Although rarely fatal, amoebic dysentery 1s a serious
disease that can linger on or frequently relapse over long years.
Hitherto however, insufficient means have been to our disposal to
assess the degree or extent to which an individual patient may
suffer from the disease. Therefore we nesd to compare patients
with wvarious forms of diarrhoea, redefine amoebic dysentery on
the basis of clinical features and up-to-date laboratory findings
and characterize its different stages.

Because you (your child) are{is) suffering from diarrhoea (
dysentery-like or watery ), we are inviting you(r child) to
participate in the study. You(r child) will receive the medical
care as 1s usual in our Treatment Centre. On top of that we will
ask you(r child) to have 5 ml of blood drawn on admission and two
weeks thereafter. In addition your {child’s) stool will be
repeatedly checked for germs as well.

The investigations will allow us to more precisely determing
how seriously 1ill you(r child) are{is) so that we can tailor your
(child’s) treatment more accurately.

B1l records of vyour (child’s) treatment will be kept
confidential. If vou would disagrge your (child’s) treatment will
in no way be hampered or challenged. If you agree to the proposal

that you{(r child) should participate in the study, then please
sign here.

Signature of the investigator , Finger print/Signature

patient(’s guardlan )
Wittness

Date Date



