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ABSTRACT SUMMARY

The pilot study proposal is a laboratory based study for
‘the isolation and characterisation of the antibiotic res;stan%
vibrio eholerae isolated from patients‘coming to the hosﬁitals
at Dacca and Matlab, their family contacts and environment.
~ There is no potential risk to the patients or any other
subjects as only a stéol sample or rectal swab will be taken for
study. The purpose of the study will be communicated to the
patient or his/her guardian (if minor) and a consent form will

be signed by them.

'
The multiple antibiotic resistant Vibrio cholerae isolated
from this study by using conventionai and special technique
will be studied in the laboratory in terms of ' a) Determination
of resistance factor in the MARV isolates; b) study of the
viability of the R-plasmid in the patients gut as well as in
environment; cj transfer of R~plasmid from these MARV strains

to recipient F.col? strains:

r -
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PILOT STUDY PROJECT

ISOLATION AND CEARACTERISATION OF MULTIPLE ANTIBIOTIC RESISTANT
v.CHOLERAE TN CASES, CONTACT AND ENVIRONMENTAL SAMPLES

¥.I. Hug, L.H. Mutanda; A.R.M. Alim

INTRODUCTLION

1t has been well documented that effective antibictic therapy shorten§
the duration of diarrhoea caused by V.cholerae., Tetracycline has been con-
firmed to be highly effective in piire and vive, and has been the drug of
choice For the treatment of cholerae (Greenough et al 1964). Other drugs which
have been tried include Furazolidine (Xarchmer et al 1970) and Septrin
(Francis et al 1971). Ampicillin was not found to be very effective in vIvC
againgt cholera {Northrup 1969} and as such has not been much used.

Since the start of treating cholexa with Tetracycline at the Cholera
Regsearch Laboratory in 1962, we have been watching the sensitivity pattern of
the V.zholeras isclates against the commonly used antibiotics especially
Tatracycline. Though ampicillin resistance {equal to or greater than 25 ug/ml}
showedup from 1974, and that of Streptomycine (equal to or greater than 25 ug/
ml} as early as 1968~69, resistance to Tetracycline has never heen encoun-
tered in our Laboratory until July 1979, HoweveXx, malti-antibiotic resistant
v. eholerae have been reported by Prescott et al (1968) ih several countries
and most recently by Mahln et al {1979) in Tanzania. :

In December, 1979 while testing V.cholerae isclates for antibiotic sensi-
tivity, we igolated five mulitiply resistant V.cholerae Inaba, El Tor biotype
from Matlab. All these strains were resistant to Tetracycline, Ampicillin,
Kanamycin, Streptomycin and Septrin. A retrospective search on the laboratory
stock cultures revealed that the first case with multiple antibiotic resistant
V.cholerae (MARVC) appeared in Bugust 26, 1979. Since then the number has
continued rising. This has thus prompted a pilot study aimed at isolation and
characterisation of these MARVC,

OBJECTIVES

The objectives of this project are to -

(1) To isolate MARV from stool or rectal swab of the patients being seen at
matlab and Dacca Hospitals with choleraic diarrhoea and also fram the
environment using a suitable antibiotic incorporated isolation medium
which will help in selecting out resistant vibrios within 18-24 hours.
This medium is to be used in conjunction with the xoutine diagnostic
medium for the isolation of V.efolerae.

(2} To test the vibrio isclates for aatibiotic resistance and to compare
those with the other gut flora of the patient and also from the environ-
ment . .

(3} To test the sbility of these MARVI to transfer resistance factor to
recipient E,col? strain Kyj.
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(4) To study the viability of this resistant plasmid in the patients'
gut, as well as in the environment.

EXECUTION QF THE PROJECT

Selection of patients:

'

In Dacca all the patients with watery diarrhoea above two years' of agg
attending the ICDDR,B Treatment Centre will be included in the study. The
selection criterion will be adopted in Matlab as well irrespective of whether
_ they come from in or outside the VTS area.

Collection and examination of stool and environmental samples:

Stool or rectal swab will be collected from the patients on admission
before any antibiotic therapy is started. Initial screening of V.cholerae
will be done by using dark field microscopy followed by bhacteriologic
‘culture on routine diagnostic medium as well as antibilotic incorporated
gelatin agar medium. Antibiotic therapy is to be withheld and the patient
found harbouring resistant Vibrio cholerae or non-cholera vibrios will have
their rectal swab taken everyday. Family contacts will also be cultured for
the presence of MARV. Screening for resistance against selected antibiotics
will be done by using disc susceptibility method as described by Kirby and
Bauer, followed by the tube dilution method for the determination of minimum
inhibitory concentration. Screening water samples for the presence of MARV
will be done monthly from our 18 points in Dacca and 17 points in Matlab
{Protocol No, ) and V.cholerae and non-cholerae vibrios will be
tested for antibiotic susceptibility.

Pergonnel and Supplies:

For this pilot study to be continued up to March 1980, no new personnel
or laboratory space will be needed. However, funds will be needed for
media, antibiotics and transportation of supplies and personnel. The budged
has been worked out and is within a range of U.S.3% 2,000.00.
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CONSENT ¥ORM

ICDDR, B is working oo problems related to diarrhoeal diseases.
Several bacteria causes walery dizrrhoos. We would like to

jnvestigate enteric bacteria, such as Vibrio cholerae, E, coli eic.

i e

To do this we would like to obtaip your stool specimens at the ti:ﬁe
of huspitalization, after 24 hm;u’s and at the time of beleg
discharged, The stool will aiso be collecied {rom youw residence
on the 5th, 8th, ilith and 14th day after being discharged from

the hospital. Appropriate rreatment would be provided during

this time,

You will receive proper treatment whether or not vou would

like to take paxt in our study. You can withdraw af any time,




