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Abstroct EAEERTY

Oantric ocidity. m,pcrttmt-hml defonon borrier oguinast eanteric -
pathogens, is depamient upon the intesrity of gastric sncosa. EBocent
reports luggcst that o stroog Mtntioa exinta between thae prescnt of

cmyiobncter py!crx and gratritis, 'l‘?ns ptudy will attempt to dctect
the prescnce (if ony) of r;umpy]abntcr pyiori from p:nstmduockmal
biopaiea obtaioed fres Bangladqghi paticota, ond to corrclate with

clinicnl, endoscopic nnd histologicnl findings. A total of 150 patienta

referred for routine upper Gl exrmainntions in three ceatrea ((CDDH,B,

R1HDIM, ond TTGMAR) will be i‘m:lnded in the atudy. Biopsies obtaiped {rom
theae paticnts uxl! be exzapined in the ICBD‘I noieh., u:rrnhmlcglrnl
pothods to inolate and identify (':mp)’!ﬂhm:lm' pylor:, nnd
higtopathological melhods tu., m;mmn‘ alat: of gnatric sucoss. Siailarly
gern will he .ohtninf-d to cheek specific antibodics agmnst cugpylobecter
pylori by KLISA tecchnique. The results of this stwly may be useful to
bettoer define gustro dusdenal disennes in Bangledesh.
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A. INTRODOCTION - ~ Co= T -

-1. Chjoctive. a

{a) To investigate the cmrmvc of compyloboctier pyiori

(CP) in gmatric biopsies frva Bangladeshi patients.

(b To ma;;_ ‘the connection between CP and gosiritis ood pepisc

uicer.

2. Background

Among the aevernl host defence foctors agninst diarrhocagenic

crganizms, gastric nci{'d. which reducesn the mmbeor of visbie orgimisms

reaching the cmall inteatine, is particularly igportant. (1). Inadegzatse

concentraticn of gastric acid, as in nchlorhydrin, incrcases tbe

proliferntion of non-pathogenic bacterin in the upper gut (2), and

atwo

contributes in the pathogenvaes of severnl fores of diarrhoen inc ledzng

clinical cholera (3,4), salmoncilosis (5), shigellosis (6), giarﬁim‘:s.

(7), nnd strongyloidianis (B). Gestric acid cutput, both baam! and

maximnl, i correloted with gastric msucosal histology (9, 10, 11).

s

plao in geatric pepzia ocutpul (12). This correiption 15 ipverse, it.=,

the more severe and extensive the mucosal dmmage, the lower the emv—=mnl

pcid cutput” (13). Patients with atrophic gastritis have sarked

hyposecretion, and those with gostric atrophy showed anccidity - thas

gustric acid response is mot only low, but is aisp deiayed in omset

(12}).
Ca:pyld:actcr- pylori | (CP) is a rccently discovered cureed
- N paciiled colomiziag the Skin gastric sucosa, first described in I
Australia (14, 15). Intereat in the relatioushipa between theae

bacteria snd grstritis end peptic ulcer disen»e hes been grently

e T— = _— — o,




',dﬁ!iﬁlh.ﬂﬂ ﬁf CP’ aﬁd !:he ciltural mults (&L

m!;mmd hy ﬂ:e ntuem:s rtpurta o!' freqae!.:t fuxixm md pus:tlin

T e

e —

_mm!nﬁm bem tlﬁ_m ai’ m”'in the i.nﬂ_md mi—ic E:mm
..-‘&nd the cecunm of mt’ntm mﬁfﬁsu‘mtric dtﬁdml ulm {’H,%

2?). A menbln patt:ntcmtic mla 1:! tbrthr:r au;:pcrtad by !m:t

"l!:st the . paticnt- mth gmstutis end waptic uglcer’ dxm bmm

——-

" mignificently higher servm t{tors ogainst CP -than th&t of cmtmb

(28, 29). Morcover, ingrsticn of live CP in a veolumteer with normai
gestric histology resnltad _in gestritin nnd =2oderate clinical synptoos
(30).

Though there is a general conmensus about the asmmociation betwees
chronic gustritis and CP, it iz atill not clear how the orgonisns
counch gastritis. Ooc suggestion is thet some pationts arc unable te
clear the organisa, and develop chrenicity (30). Otherm have asuggested
that the hydrolyais of ures at intercellular junctions facilitating :
back—diffusion couses hypochlorhydrin predisposing to ulcer formamtiown
(31).

Ci’ is o micreacrephilic curved, grr= negative rod, which under

auiteble conditicns could be eemxly cultured and :solatcd (32).

— — ——

it cac

b s— — e

be histologically detected on the gastric mucoss as 5—shoped orgznicas

in close contact with epithelial cells. facmatexylin-eosin {B-E)

stains CP only faintly but WarthipStarry silver stain (14), modified

Giemaa stain (21), or fluoreacent stain labeling with acridipe orznge

- - —

(33) are relishle metheds to demonstrate these bacterin in gastric
sucosa. Usunlly, there ia & good cnrralatiaa between the micrascopic

e W A o e
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Systezic znd locnl entibodies, directes] agninat both the body end

the flagslle of this orgsniem, are produced in response to this
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infection (35). Hniscd igG end IgA antibolies were deotocted in
colonized paticots with gastritis, as woll ns elovated Tga ed Tod
entibodies in gasiric juice in the some put‘imtn (2B). Theus
untibodien arc protasbly rot protective for gastritis, olibough they
- - mEy provent aysteaie invesion. -
CP has been shown to he scmsitive in vitro to swpicillis,

tetracyclinn, cephalothin, metrenidnzole, erythromycin, mod biseoth

auhstrate. It aerms to be resistent to viencosycin polyraixin exd 587

and there ix relative ianensitivity to cimetidine carbenoxolcae, asg

sucralfate (16, 36).

3. Hptichnale

Gastric acid is an igportant barricr Lo enterice infecticns, aoe

impaired gastric ocid production i1a manecintod with higher risks of

gastirointestinnl infections including ncute infocticus diarrhoen.

Gontric neoid production in dependent upon the integrity of the gasts

azucozn - both structurnl nnd ‘functionnl. The atraong casocintisn
betwoon CP and gnstritis, prompts to suggest that by properiy
controlling the bacterin, 1mpeirment of this important host defence
factor may be corrocted lerding to broder protection frow enter:ic

infections.
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3. Tn cci:!mlgato the prmmcn cf P mth cimn:ni mﬂmin el - -
hmtalcricul fiudm@ = ; D .1._': . [

2. %o qmtiﬁv cirmﬂanng i’:{' eatibodies ard to ralatec to tha endoecorgoy
mic:mb:.olugicnl sml hjamlt?ﬂml findinga.. .

MITIGOS OF PROCEDURR
Suzple size

Quoting data frow Price e‘t al. 1985 {38), CP was found in BIX of
duod;:mal ulcer patients, wherens 26X of paticnts with normal endoncopy bad CP. The
following formule wes used to fca]cu!ntc saaple aize: |

=(z vz )2 (Pray ¢ Paap)/(PpP”
With 95% confidence linit mnd BOX power, (Z + 2 )° is 7.9
Suhatituting the valuen, the sasple aize in ezch

group is - Bl x 19 + 36 x 64

_ _ X 7.9 =15 patienta
(36 - B1)2
Expecting 11.9% of patientn undergoing upper Gl endoncopy to have
duodcnal ulcers (39),_the total mmber of patiente becomea 126, . -, ——

Ant.u:ipﬂtnzg 20’! cxmrm:ental failures, the total perber is 150 {approx.}.

Patienta: One hundred end fifty (150) patients referved for mtim
upper CI endoacopic examination will be investigated for histopathological amnd
m'icrohiolcgiml evaluztion of the gestric muweesa. Peticnts cader 18 years

of age or petieats. suffering from ocute haemorrhage will ast be inclodedt.

Tbcse adz;ttmd eﬂ.l,l be mmmqm-d fabcut r*-mm;m gasm:: amezy mm

_......_...... 3 o ma= o3

(last ﬁ mutha) intaiisa of dxm mclr.aimg antibictice, @m-otercidal

e,

inflessstory apoots (BSATIGS), cytotoexic and immzp;rrmnive m.
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gt a8 —Horblockers,—sucraifate;~and-b i geuth-containingcompounds—ras e

" every patient be-tcm inclusian iato the study. Patient recruitment,

cussimnticn, apd bmpam- wi'ﬂ be pcrfarmd by the inmtigat.m At ti‘n&ir

;c:spectxve cmtm. ampmu obtained by Dru Azed !.hzm m‘,d M. Begsen aul'! —

bo trassforred to the ICIOR,B lab. within 24 hours of collecticn. There -
will be.zo separate targot mesber of patients to be reached by the three
collsbornting ceatres, rsther svitebie p;aticnts will be ef=mitted in_to the

study ns they preacnt. Recruitment of paticnts will be stopped whem tola!l

patient mmber reaches 150 (continucusly updnted records will be miatmised

by the PI). Written consent will be obtained from ench patient before

inclusion into the study.

Gastrodl‘mdcmcopy mnd bicpsy: After cendoacopic cxmmination of the
cacphagus, stomach and duodenua, bicpsy specimens will be token in duplicetie
frca the duodensl] bulb, gaatric nntrum, end gastric body. In paticnts withk
gratric ulcer, two smplesJ cach will be taken fram the sargins of the ulcer,
-2 cm from the uleer, and from o non-uicerated region. In paticnts with
duosdennl ulcer,_ the third pair of apecimens will be taken from the gastric
sntnm. !rsediately after biopay, one timsue suzple frow each locaticon wiil
bhe fixed with formoldehyde and the other transferved to Cary-bimir

transport mediua (BBI, 11 101). HRelevant clinical features ond egt@ogcn_gxc

findings will be recorded, and will be related later with histolegical ond

culturnl findings. Befere reuse, endoscope und forceps will be wnabed and

cleaned tiwrc_mghly.

Histopathology: Sect:ocm will be ataxned with H—K to ansess the d-egrec of

"——-—7.-.-___,_ - ey - S T e e e o =
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'gastritm. For detecticn of P, tlasue azcticres -nll be treated with :r

¥arthin-Starry sliver stain. Castritis will be greded ‘blind® on n S-poist

gcale., Hormsl-0, superficial gas.tri.ii's—l, mild atrophy-2, msoderzte atrapy—3,
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und ‘sevEre atrophy- Nl ’m ; dm of inflasantory cell types
_(IWm, mmlmr c::lla. mtroph;hc grooulocytes and muinug:iulb:.,
g’rtml_ocytm), degree of foveolar hyperplraia and mtmluiq m’l! also he.
graded (25, 37). - |

Iaolati@.l!?d idwe;rtifiq!ztim of CP (32): Bigpsy specimens will be
transferred to the laboratery in Cery-flair tronsport modima kept ot 4°C ewmd
processed within 24 hours. Tissoes will be homogenized in 0.1 31 nereal
saline vsing Griffith ground glass homogenizers ond stresked on brais—bear
infusion agar au.‘pplm!ted with 7% sheep blood, 1.0% isovitalex, vancosycrz
6 mp/l, malidixic ceid 20 mg/l, ond smphotericin 2 mg/l. The plates will e
incubnated at 37°C in nicroncrophilic atmesphere using gnspnk mnserobic
aystem. Growth will be checked 4 and 6 dryn later. Sznll colcurliess
colonien conminting of npiral shaped rrm negative booteria which are
ponitive for catalase mnd oxidose, show a very fnat uresse reaction (38),

and do not grow at 42°C will be. considered to be CP.

Serological tests: Five ml of blood will be collected from the study
patients and 50 kzalthy volunteers. Sern will be meparated a3 socn &
possible and then will Ba stored at -209C. The smaples will be sent to

Basct, Switzerlowd, par!wd in dry ice, where merum ontibody lovels wiil be

et g TR - e rEEE—— -7
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-of the antibedies will be eszeased by_m:ltmle zhsorptions of rzbbit

nagnyed by a ﬁpec'tflc BLISA test. '!'he results will be cxprcs:;ed an antibody
titres represcating the highest receiprocal serua dilutions obtaiped at tine

intercepts of the dilution curves with the basc -iinc. The bose lioe will e
deternined by the abserbance measured io n staondard high-titre smtisenm

pool dn.lutcd 3:9720 and run, as.a coatrol in eVETY plate. _ The zpecificity_ __ -

—— v .
e ———

entiserun to CP, and a high titre hoean aemn pool with o va'réety of




bacterin including €. jejuni, €, fetus end B, coli.

.

Ba;:u ennlynis - _ - | ’ -

“fhe regulis will be evalumted atatistically with. the Mamr-Whitoey et
the Chi-square test snd Spearmun’s rank corrvelstion teat. Statistieal
aignificence will be accepted 6t the level of 0.05.

S IGNIFICARCE

The resulta of thisa atuedy is !’-';Epll't:t.t!'d to exnmine the prescnce of CP L
Bangiedesh and evaluate their ausociation with gnatrodusdonal diosceses 1o
Bungladeshi patienta. Thian information will be useful not only to better
underataend the peptic ulcer disem@ nnd other comson vngue chlronic
gastrointestinnl sympioms like non-ulcer dyspepoin nnd flatulent dyspepsix
in Bongladeshi patients but mny also stimulate newer studies to develop .

methods to broaden protection osgoinst enlteric palhogens.

FACILITIKS BROQUTHED

i.  foapital facilities of ICDDR,B will be utilized.

. Loborntory-focilitics of ICDPR,B-will be used. i e mma—
COLLABOYATIVE _ARRARGEMENTS . . oo - o - s L -

This will be a colizborative study szong ICHDR,DB, BIRDEM, IPGRRR, omed

- s D momtme— s em— Lt TS o= —wmowmmgeiuags .. T TSI IT—ooimmII ST B eewr W R Pl
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ABSTRACT SUMMARY FOR RESEARCH REVIEW COMMITTEE

The subject population will be only adult patients being referred for ...
routine upper G.l. endoscopic evaluation. There will be no speciai T
population,

The potential physical risks are gastro-intestinal haemorrhage and
perforation. G.I. haemorrhage occurs during biopsy but is very Tittle

in quantity and stops within 2-3 minutes. Perforation is a very

unlikely event. Obtaining biopsies during endoscopic exaninaticn 1is

an universally accepted routine procedure with minimatl risks wher Der-
formed by trained personnel. There are no psychological, social, iegal risks

or other alternate mgthod suitable for the stqu.

As the procedures will be performed on patients referred for encsscopic
examinatigns, the patients will be routinelv screened for genera” condition,

bleeding disorders, or any other contra-indication for performing 2ndoscopy.

There will be no personal identification of the patients. Cnly ~zsoital
registration numbers will be used,

Signed consent will be obtained from the patients.

{a) Does not apply.

(b) Mo information will be withheld from the patient.

{c)} It has been stated in the consent form that every precautior =° '
be taken during the coliection of biopsy.

Except clinical history no other interviews will be requirec.

This study is important for etioiogica] investinatior and bettor
understanding of pathophysiology of acid peptic diseases.

This study requires several small bits (0.5 mq approx.) of tiss.::
from gastric and duodenal mucosa. 5 ml of venous blood will be
obtained for examining anti-campylobacter pvlori antibodies.

i
i
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Pr. P.K. Bardhan e.1. 152 135 1547
Prof. #.K. Azad Khan . - - -
‘Dr. Mahsud Hassan . - ~ -
br. €. Baglinger * - - - _
Dr. S.8. Akhter Co~P.1L. 10% 876 1144
Or. S.8.1. Ally - 10X 1100 1320
Dre. F.P.L., Van Loon -. -4 T -
Dr. i, Kabir . 34 F13 550
Secretary 1oL 423 510
Sub Total= 35191
Supplies and Materials
Hospital supplies, chemicals and stationeries 394
Hon-gtock supplies 100
Cary-Blair eedia 500%0.13 65
Sub Total= 339
Inter-departaental services
{a) Local transport (Bhaka) 300
tb) Laboratory tests: —_— —- —
Caapylobacter pylori $ 9X150ptsx3 biopsies 4050
Isolation and identification
Histopathylogy (H.E. & Masthin X 3 biopsies stain) 8100
Xerox & Hieeagraphy 300
_Data Analysis 300
— e —— S Sub-Total—=<]3350. ~- - -
Travel iniernatsunal -
Capital expenditure (Briéfith ground glass hoangonxzerl 330
Others: Printing & Publication Joo0
International transport 200
Sub total 850
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Caspylobacter pylori: its associatio
Banpladesh.

n with husan gastroduodenal diseases tx

The international Centre for Diarrhoeal Disease Research, Bangladesh

has undertaken a research prograsse to examine the presence of a bacteria

v — — JR—

called Campylobacter pylor:i in the gastric aucossa ot Bangladeshi patients.

This bacteri1a is suspected to be involved in producing inflasaation 1n

*

stomach. The findings will help us to understand the aechanisa of

in{lammation produced in peptic ulcer diseases.

During endoscopy, three saall bits of tissues will be obtained by

bropsies from your stosach and duoadenum. This 1% & safe procadure,

routinely done for diagnostic purposes, and vou will not feel any pain

during obtaining biopsies. We =11] aiso obtain S wl of biood ¢rom your

veins o examing the presence of antihodies to this bacteria. M2 hope thaz

the results mwill help us to develop better guidelines in helping patients

suffering froa peptic diseases.

14 you do not agree toc join in this study, w#e will sti1ll perfora your

routine endoscopic examination without any reservation.

14 vou agree to )oin 1n this siudy, then please put vour

~5anaturelthunhdxnpressLun_nn,LhLs*:nnsznt_{nrn¢h”ﬁ7“t_ S . e

- A e e A8 R W Sk M e e e e el

Signature/thusb i1mprassion g4
the patient.
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Campylobacter pylori: its association with kuman castroduoiana’

diseases in Bangladesh.
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