.

!

-
L 04

\ttacrment 1.

Principal Investigator Bv N.s . Shodyd ~ Traince Investigator (if any)

¥

ETIICAL REVIEW

Date 7#- \- So.

o P,
COMMITTIE, TCDUR,B.
R S

\pplication No.C?C)“‘()Cng

Title of

Study Stodie, e Neanatet

Supporting Agency (if Non-ICDDR,B)

Project status:

, New Study
T"‘“—“‘z’w u«&eciw» W' wt”'t"’ o I) Continuation with change

( |) No' .change {do not fill out rest of form)

Circle the appropriate answer to each of the follow1ngL(If Not Applicable write NA).
1. Source of Populationy . 5.

(a)
(b)
{c)
3. Does
. (a)
)
(c}

(d)
{e)
€3]

3. Does
(2
i
(b)
©)

o fluids Stosf g ,
l. - Are subjects clearly ling orme- about

{(a)
(b)
o (¢)
(d)
(e)
(£
(g}
(h)

“ject or othery- H

111 subjetts .. | il Yes
Non-111" subjects ', 4-
Minors or persofis | " "
under guardlaﬂsﬁip o A Yes
the study 1nvolﬁe" “:Lh Iy

Physical risks foltheJ“lf‘ﬁ'

Will signed consent form be required:
No © . (a) From subjects Yes No

Ne ' (W) Fxom parent or guardian

' (if, subjects are minorsliiggj No

No., 6, Will precaut1ons be taken to protect

, anonymity of subjects Yes) No
7. Check documents being submitted herewith to

subjects - I '. " Yes (Ei)_ . Commlttee

Social Risks [ ’Yes GO Umbrells proposal - Initially submit ar
Psychologicalir.sks , r overview (all other requirements will
to subjects »:ﬁﬁé v 'h Yeé' 3 ﬁ be.submitted with individual studies).

Discomfort to sn.ibjosx:taI Yes (No/

Invasion of pri@acy "4 Yes
Disclosure of, 1hformai‘l :
tion damaging td spb~ .
the study involve: l*
Use of record&;l(hosﬁ
ital, medical) dea h; *‘
birth or other) Yéx
Use of fetal tiJSuL LfJ

L

abortus | - “' [ nYeé (:ii) |

Use of otrgans of bbd

Nature and purPOSe% of*g;)#&

study Lo dYes
Procedures to be if‘id;
followed' incxuhlngl i R
alternatives uséﬁ il ves
Physical fisks'. ')'}:{iYeé
Sensitive questions w0 Yes

Benefits to bd derived- ?Yes
Right to refusé‘to ‘d
participate orlio Withs!

draw from study’' @ - .Yes
Confidential handl1ng
of data . ‘Yes

Compensatlon Elor ‘treat-
ment where there are risks
or privacy is involved in

any particular procedure Yes

Protocol (Required)
Abstract Summary (Required)
Statement given or read to subjects on
nature of study, risks, types of quest-
ions to be asked, and right to refuse
to participate or withdraw (Required)
"Infprmed consent form for subjects
Informed consent form for parent or
| guardian
J Proéedure for maintaining confidential-
ity
' Questlonnaxre or interview schedule *
I ¥F7F the'final instrument is not completed
’hw - prior to review, the following information
; :shoutd be included in the abstract summary:
No l "o rAndescription of the areas to be

LA

e

ho

NN *} +i.coyered in the questionnaire or
e 4~ -interview which could be considered

No | aw nyeither sensitive or which would

No - -/ ﬁi‘ constitute an invasion of privacy.

No 2. Examples of the type of specific

No c ‘questions’ to be asked in the sensitive
areas,

" f 3 An: 1nd1cat10n as to when the question-

No ' % hdiré will be presented to the Cttec.

. *“-Trgor‘rev1ew
Nov ‘ : _"l'ﬁ . - L

No ST (PTO)

le agree to obtain approval of the Fthxcal Review Committee for any changes
nvolving the rights and welfare of subjects before making such change.

}\\I:QO'\;{ 5 %

Ty,
P

 Principal Investigator

Trr b Trainee

A= 03377 suen

LYy



f

. Yo-o00]

Investigator , : Dr. Nigar Shahid

Co-Investigators : Dr. Fu Bingnan

Dr. G. Podder

Ms. Leanne Unicomb
Prof. Khaleda Banu
Prof. N. Nahar

Dr. B. Elahi

Title of Project : Studies on neonatal rotavirus
infection in Bangladesh.

Starting date : February 1990

Date of completion : July 1990

Total budget requested : UsS$ 7,500

Funding Source :

Programme Co-ordinator : Dr. 8. Tzipori grjjﬁzzoa?%/

Aims of Project

'7// | 90
a) General aim:

To identify whether rotavirus infected neonates in
different epidemiological settings occur in Bangladesh as
they do in cther countries.

b} Specific aims:

1. To determine the presence {(if any) of rotavirus in the
stools of neonates. |

2. To determine whether strains adapted to nursery environment
are found as asymptomatic infection in neonates.

3. To characterise these nursery strains by serotyping (using
ELISA and/or RNA hybridization) and electropherotyping.

4. To compare the nursery strains with those circulating in
the community and with nursery strains in other countries.

5. To determine whether these nursery strains are endemic in

the hospital nurseries over a period of time

1
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Significanée:

"Rotavirus ﬁurserv straina have been found to be both similnar
i

L '
and dissimjlar to {hoqp c1rcu]at1ng in:the community of both

dnveloped ahd‘dQVE]op1ng countrloa. These strains are

“thought to be hV1ru1ent and have been shown to persist for

jl‘i
many years‘lhlsome hoqpital Hurserles. Since these strains
| I ¢

have been lhbwh in some cases to Pnnfér rrotection against

i
Lo
subsequenl Severe rotavirus dlarrhooa in infancy they are

: B
t

currently bninq Can1derPd as potential vacrine straing.

! T . :
The identification and charadterization of such strains from
Ranglndeshi neonates may help add to the understandine of

cepidemiology of rotavirus infection in neonates in developing

rnuntries;ahd may contribute to future development of

i i
. -
1

vaccines.

. f : . i
Ethical ihplicationS' {
|

swabl qnmples will be required

'

i.i

i L ‘

Sequenti 138 ooi 01 rectal
‘ |

i
for thisfi v?s@igation. A kritten consent will be obtained
hothfroﬁ'ia¢iéﬁ£q and abtehdin# physicians (see page 22).
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v 11"I 7 ”:‘!i‘ l; ] , i
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1 i ' i )

l"ll

s
aged 1e9§n¢heﬁ
countrieqq A

possxblp strbteg#eg for diﬁrrhoeal dFsease control, it is
Pl

vqtlmated that an eff1clent rotavirus vaccine administered
i

2

SR y T Lo



b s - . A !’ L ( ) A} 1(‘!" h
n [ VP]() e C( ()‘.‘nL' ],eR “n” ’n; 1

tf‘ ~ ¥ [x 1 1 l

4 \n-fc.-‘n.. < 1 .28 sel ‘

episodes by over 50

months of agp could reduce diarrhoeal
1

! 3
million and deathq by ‘400,000~ BOOfQQO/%ear .

q e .(' ] I : symptom-
Rotaviru hs:t aiqo been d('l ¢ ted from St()()ls of Y
otnv

in several parts
frec neuboﬁn habneq in neonnta]‘nu:%erles n

: . : . bout 50% of
at the wnrld4'5’6 and could be 1soyﬁted from n

. , ized, Lhese
babies in:those nurscries. If neonates are colonized,

nursery siéavns are shed nq‘early as the first day of bife!
;a . t Yo
aften coﬁhinuinq for up to 7 davqg Both specific local
and systcmlc immune roqponqcs are ovoked.- mucosal response
:!# w" ' 1( .
being;eafiq er Ehan qvqtemic i

Jé'll‘l '|| ‘i

e i

I I
! ﬂ
i

A direct| elati n among early lnfection with nursery

" “"1'3

b
qtrnins anﬂ ﬁ
o 1 .

. “I { ¥
aymptoms,' ahd\ﬁ
1

i
Al
been obsi}be%
' |U :

rpportpd

“B eqhent infection, Severity of clinical
nmouht'of viruq excretod in faeces has
i ' |

!i“'In Qomé nurqer1e§ infection has been

1

L .

eﬁdémlﬂ uith\neoﬂafes excretlng the endemic

:':['l l

virus;;wih Hnl'alfew days ni introductlon to the nursery.
e R FE‘H; wr e

it
\I '

. .
Ro!nviruqbq posseqs a d0ublJ stranded RNA gencome consisaling

”"f . _-..:'1 B “ .

of 11; Beqmdnts..{gegmbnt 4. iq known ko be responsible for
ig.i' i | :h‘l' : ’ |

restrictiﬁ& 6f‘ gkowth‘}rll,elllculture. protease-enhanced

Vi

plaque r¢ﬂwcbidnfh
i : U S

of this gﬂhomé“gpgmenb-froﬁ hurserv;strains and community
TR R l
qtrnins teVdalei differenqeq 1nd1cdt1ng that this couicd
“ ‘il i ) -Il' : o I 1
account foL thd1atfenuateé naﬁure 6f nursery strainqll

The electroph@retlc patterns of the strains ident.ifie

' - |
nd pohsib{y viru]en%e. Sequence analysia,

"



over several months or vears from the same nursery has
revealed remarkable «enetic stnbi]itylz. Electrophoresis
indicates that the nursery straihs:in Melbourne hospitals

durinq 1975L

strainq were!elpctrophoretzcailv'different than those in

the. commuiity‘éhusing seye%e dﬁarrhoea in young children12
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infe;ti#lido;;”ﬁ;tlcohfef immuLitv hgainst reinfection but
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’ I“? erléomﬁuniiv stralnslo.

"'[d [ li | | !

L‘!L'WB h @p found rotavirus strains infecting
'M . T
T“bg|¢hé mamehas thosé circulating in the

Soméiin"

St i
neoﬁht?
i il

L]

N RE

dv rdtanst traihs infecting newborn
' l{l | .

L désh‘hndlcompare them with the straning

| LIS
%iéforelw% wish Lo 1nTestigate the presence
K
i
i

rotavirus diarrhoea within

commﬁni?‘
“q i &
Feh and ﬁauging
I L+

babiis ﬁh.ﬁr
ooyt
infeétinglh
wity and with neonatal}qtrainq found in other

the' Same'cbmmhn
- ! P.” . § ¥ -

counﬁr:éqdiwheﬁg possibLe Ig any%evidence of neonatal
L Ty
infébtié',is fé nd we shall plan anothgr study to follow

S B P
neonat h ‘ptﬁkrotaﬁiruq infection to see whether
o ,

f
! | i

Pl L
40&6?3 ﬁgéinétlpostjneon tal RV-diarrhoeas as
ll i

.‘i_
=%t

r
N I
and'ingthe Melbaurne atudvlo
' Ih' ‘ . ‘

d
E S 17| B



i : }

Haterials and Hethods33
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‘frequency oﬂ ?e&natﬁl infébtion is!

Recruitment Of‘ Infants
Fifty infants will be selected from those delivered at Holy

Family "°5P¥tfﬂ and Dhaka Hedical Collége Hoapital from the
“" “n|’

neonatal cadeé at Dhakd Shlshw Hospital and housed in
{ Coid
W

.% Rt
nurseries‘r' blﬁblyhroomsi ltv1ng in Dhaka city. If
A !

JIREE) '-’-..-c-

| very low, an additional 50
i

recruifﬁd“ Consent will be obtained from
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parents and aété iﬂg physiciahs‘ Stool/rectal swabs will be

! I . ‘1 .'
requested f&!1fh“¥'
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6.

Qerothing of ELISA positive specimens using commercially

available.mqnpqlonnl|ahtibpd1es (Serotype 1-4)({Appendix B)
! Ll ;tT] \:kl' . ' h '. !‘l l.' \
Serbtyping df EUISA positibe specimen by dot hybridization
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\ i A l"“ it !‘ §
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Adaptatlon to growth in ce}l culture‘of rotavirus strains
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characteri #atibﬁ (Appendix D). [
' H
l ‘!
Productgﬁﬁ bflﬁypérlmmune sera for extensive antidgenic

|"' ! ‘ !l"’
analysis“(ﬁppendfx E nnd F} f

. - A '
ﬂnllnborﬁhﬂop%ﬂﬁth a laborhtorﬁﬂthnt could compare VP, of

any Quqﬁettea'hUPserv stratns with that of standard

!
nursery strains frnm oth@r eountries,

o Y

w!’ | T | \
w;t ! tlgj AP T
b - | :
S R D R R TS
;H. Ll |
< ! ‘ :
1y . | L)
Wk | ‘
'W“‘ﬁ ww
I
o { - -4
IIIJ' : ] l
ooty
S T A i
RE :
1, ‘
vl f



C.

Operating cé i

¥ o L
Ty
|
i o
J3
whe
. |
Personnel J;i!
. !ﬁ
Sl
o
~a. Dr. N, Shahidnj
' SHA . ﬂﬂﬁli
sia il
Helper ?ﬂ l
1

- i: 3 : X
i . |
BUDGET
i~|1 .
K
k ;;:-‘ . 1 !

‘uﬂaox Salarv NOC Step 6
m i
" 100% salarJ Gs3 Step?II
\ 50% Salary GS3| Step, 11
00% a USS:dO/month
. | l

! 1

|*
i | |
Travel "ﬂ 5 o i
Heagents and ﬂiapOQibieq : i
C
ELTSA Lo o
PAGHE, Lo .
H)brldlzatlon i | ' '
Cultivation' % : , o
bl
o

4
|
A
oo
P
[
H

LS

e AR ——— —p——— . .

N TOTAL 'DIRECT COST US$

(=2

months

2,600

1,600
800
240

800

oo
300
560
300

- ————ma na -



discard

|

FLOW CHART

=
o
-]
- e e e P — : ...
«

- >
]
+ ]
i o0 e s - .
p=d T -
0 i wd

L 8 _
—_— o R 2 emmo Ol S s L sam =2 o

|
|

ol

1
AL

§

i
'lb

I

s
’

Synthet
40ligonudl

‘Hybfid
"
il
i
]
]
i
i
|
{
|
I
|
i
1

”B&Fétype

3

thel

ldays from birth'

Pl

8

for 7 congecut

Collect.fdéce

Mn

PAGE



Abstract Summary

Rotavirus "nursery" strains have been found to be digssimilar to

those circulating in the community mostly in developed countries.

These uvirnlentjstraindihuvn‘also been shown to persist for many

vears in hospital hurkéries ‘and have been shown to confer some
‘ , i :

1

protection ngniﬁst subsfjuent severe RV disease in infancy. These
¥ .

N I
strains are being éonsidered’aq pbten%ial Vaccine strains. The

identification

-?flsuch st:alns in Bangladeshi nurseries may also
R '
help formulate 1'§u Ur?“Vaccipp.: | | ‘
ll E ;‘!x } i
e . ‘

Ih order toMadJr

n\{"
K

. i
for the study.&b_&%ol’aﬂd R)h wiJl be;examined for the presence

#ohaénufivé dayb st&rting from birth. Nothing

ll"l l'\’ tt A
it T |l i !
8y, fﬁié iséué' 1Pty newborn will be enrol led

rotavirus: foﬁ'ﬁ
N

known abdpt tHe

of

is of nebnatai rotavirus infection

epqﬁehiology

Bangladesh.
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RRA Rlectropherotyping : :
extracted directly . from faecal samples or from
gupernatant

et al (1982)2

APPENDIX A

Double stranded RNA segments are
tissue culture

gnd dldctrophogeﬁed according to the method Herring

1. Extraction Qﬁ dﬁ Rﬂ& - : ::

(a)

(b}

i (c)
(d)

(e)

Ay
. re'qilirt i|

Adjust pH to 5 6

j.e. 1£

faeval homogenate, is mndp in PBS or HZO or if
TC- SNT is uped,

add one-tenth of the vol. used of

iH Fmodium acetate pH 5.6 (i e, if extracting 200
uld)., .,
OR Make " up faecal homogenate in 0.IM 8odium

acetate pH 5.6

add an equal volume of thP follpwing extraction mixture
to faebal homogenate/TC- %NT etc. (use a tube that fite
in miczoiuge/¢en1rifuge) :

e.g. 200 ul faecal homogenate 4 200 ul of the following
extraction mixtule f s L
! | X
3: 2*(pheho —m-bresol 8 throxvquinoline - phenol
mlxturé) 4uwi;: St !
. "*m W1'i+%; L ;
(chlor“f r -iﬁbamyl alooqol 24:1) |
l .
I .i I]‘:i S \::‘: ' 1
B itk
[;;@!;.‘:ﬂﬁJE Eih Fafi
1soamyl &ldohbl +3.9 ml chloroform + 8 ml
hiXture b 4lt'{'wH "1

160r
pheno

rncipe £&r pLeiol miktdr#*SOOé cryetalline phenol + 70g

m- 0resdlE . ”?i“e OHuquinoliné + 2008 H,0.
IL\ B ’
- thés f b&) quéLted in 2$ ml lots and stored at -
20 C‘ .iﬁ; Dt ! !
v A SN A Y
Vortex |slimplie and extfaction mixture
for 1

1p 'andiepin in a hicrbfuge!for 2 mine.10,000 rpm).
]

o i f
%bﬁg (iﬂ ie 'thel nucléic acid fraction)
discarl[bhgr?ﬁ b jk“l*i- A

’ Cl] L

]
vt ol

J J
{ ,
ds | RN chn; $‘ooncentrated if re uired by adding 2

volumeql g hanol and freezing &t -20°C for a few
houtrs.!| A tbz ﬂreehihg..centfifugé ‘in a microfuge and
resuap&h& Tth & pel 1p ad appropriate volume of
diﬂtilxd watey: br chn belfroéen, neat, at -20°C.
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Electrophoresis. RNA ssmples are mixed with sample tuffer
rontaining bromorhenol blue. and avplied te 7.5mm thick, 10%
polvacrylamide gels Hsing a discontinuous buffer syetem,
according to Laemmli2 . in the abeence of 5DS. Samplees are
electrophoresed far 16-18B houre at 15 mA set current.

Silver Staining of Polvacryvlamide Gels : Gele are fixed and
rtained uiﬁg ailver aCﬂording to .the method of Dyall-Smith
and Holmes

{a) Cut stacking gel Prom the top of the gel and socak ael
for a i minimum .of 30 mine. in . fixer (10% ethanol.
N.5% acetic acid) - gele can be kept overnight in
fixpr Lf roquirﬂd : l

| .

Hake pure that there is an appropriate marker
on th geL (Buch ag, a,cut off corner) so that first
ahd 1B§t damﬁled ato %n be dietinguished.

4"1'

(b) Aapiréte "Fixer ané'eoak gel in 0.011M silver nitrate

for aﬁmini¢dm of .30 minutes !
Irllll !

() Aapifahe é ver nitrake Jinse with distilled water

ahd &ﬂﬁ a'

b I,

chtnd Boluf;on'of -j
04 7su|ﬁa0 gv "

1H|fdrmalaehy1e and

. f :
(d4) éepirLté rdquihg golution lafter the bande have bheen
‘ vieibgq;'for .10 minutes, and store geles in 5% acetic
§cidﬁjﬁtil ph tcgraphed4 !

E gldt i -;.:.-«a

-
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3l
. e
3 gl
T i
o i,
ﬁ !M’ ;
RUZYME IMMUNOASSAY I(RIAY! GROUP; A HUMAN ROTAYIRUSES
. USING MONOCLONAL ;AN - ng to the method of
‘ Coulson et alU1987r { vk @W e r
i i
1. Cont QBF NUNC traJHﬁith iﬂO u /we]] of rabbit sntisera to
. rotavirus Beﬁvt¢p611 A | dlluted in iphosphate buffered salin=
| (pBS) BHT. 2 de|follons: il " '
Row 1 i' Anti-RV4|(kerotype 1) 1:8.000
2 Anti- avb (eerotype 2) 1:6,000
3 ' Anti-Rv-3i(serotype 3) ; 1:6.000
4 - Anti 8T+ Si(sﬂrotYpe 4) . 1:8,000
\ | ‘ :
2. Incubatp trav ap 37 mf 2 houEs ir a molet environment.
i |4 !
" Waeh x B‘witp pﬂoéphat& bﬁfierqd 8 line pH 7.2 containing
0.05% waen“ﬁd (PB n) TR '
' Add 75.ul ofaewim*miln powder | soldtion (SHP) to each well,
! ‘followed by . E ul,of 10% (W/V)!/faecal supernatant or 160 ul
| of control: dpie‘ >,Add bath eample|] to all 4 wells
| compris $g i umi oflthb , e.gl sample No. 1 1in
1 ‘column il e 2 1n é .
. , ! I I uf ..l.";
5.J Incubate]at; % d;d&h
o ik H %i"‘:"-
6. | Hash as[ln 'J!EL
St |§¢ F' : :!»""-; f Y
‘7.¢ Add 100 i uljof 3¢ 1bhal antibodies to each well,
. diluted. 1n S }I I '
! - T “ b !"\" i
| Row 1] M4 o) ‘otedn A fraction 1:200
1 2Mu“ ‘ J‘ﬁ totein A £ action 1:2,000
- 3; MBb i otein A fraction 1:2,000
| Al MBY {it; htedn A firaction 1:1,000
t ‘ or! b dfluted| 1/200
‘ i l‘i ;‘:; cEnrE b cp :
f InrubatLlatE K ', ‘_fin g moist environment,
.i Rash a8, hn ? ;‘f
‘ I, k| -
10| Add 100‘ Tant “muncglobuhihs conjugated to
! horseradish* A 800 (DAKO) Hiluted in SHP, or
. SILENUS! bran I 0l 5| F :
11 Incubate ga@ 3y " in L moiat environment.
KN i sl
12.) Waeh as.in 41‘ in R
130 Add IL L ' ‘“j y gch %ell Incubate at room
":. temperat k “m d' theh stop the reaction with,
1 50ul 2M ‘HgS0y R a"fgf' |
14f Read platea ; T B0/ am" in pectrophotometer.
! _ 1.:1 C E H
! ) ‘i“ ,I; I | ,ii ) S Py t i
| SR R T RO T
oo oy
! | ok . | [ |

(=] 2 -




STRREII B PR HI AN TR |
2l Adi "Mjb--'.iﬁ'ﬁ

| oo i;%y%r-*'!ng

¥ i s f-Wﬁ ' :

i B AT APPBNDI*

I I
=“DHA Hybrldiaation &orhsétohypinﬁrof grobp A fotaviruans
! i Ty , . | !
¢ Ny ; ‘ H
Rétavirus BﬂAiExiract%o aa | .
! | I - e i
1. Suspend' 501100 mg faecal. sample fn 0. é ml of 0.1M sodium
: acptat94 1%w§b5 P 5l
| “"‘ .:‘f:
Extractﬂ With !
superné anq (

Ii r ﬁ;, ‘ ;l

| mixthire and kaep the

ii@
ulnﬁ&i

Nolume of 6.15M formaldehyde,

. é' ! !
1.  Mix theIRNA Bk
| 10% 88Cl .. k

f i
2. Incubat é: 5

3.  Spot on\thgi‘g_ﬁii"i ,_:wag#hg‘B&o—doﬁ apparatus,
v 1 AR PR L O SO IRT
4.  Rinse nith?

iy :

5. Air drin

1. 5-end 1labellpd| with r-32p-ATP (3000
i Ci/mmol:. ;:}-: | :

\
Separat

Passin%'%hf?J.

l unincorporated ATP by |
- i .
Eﬁghﬁ:

Bdffer :

a 1%l sps

‘#obe concen‘fat

1 “
B ' l Lt
' b

Hybridizatio?TeTB:i;:I

3 ! i
%G2A0|and UGSAc

i
e A S ST
1 42 ;ﬁ{H?giAc;iﬂuG4Ao.~BoG8Ac ‘and PoG5Ac

:i : P \ 1 : |
| , .'-'--,.31%*;-"@%‘1"-» |
 Woshing °°“ditidffffﬁkﬂ%{\ |&m \

| 1. 3 X S5C 4t|Room @empekature for|30 mins.
© 2.3 X .8sClat ﬁb:hvbridization temperature for 10 mine.
. RAE :‘ E'I :‘!1F

3. 2 K5ésd'h Loom tpmperature for 1 hr.
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selsetion ma';

‘serum

Q‘trypsin) fo#

f;ask)

% ]

(According ¢

Use pr@ferﬁbly'
I
-Ho°c Theae

cbmmoroial k

| 3
it IRE
| ijiry
inanaanign tﬂ ‘
'Prepare a 2

.
(PBS

pH 7
membrane fiPte

+
(ch?ﬂi 4

aol‘W

i A
are Broﬁ:
[

Cells

ug/ml each of po

“ ’1‘ I|‘
monolayers »of L‘*
! RN
capacity cohtabnin%

off and 09113'5 \
Whén c?{l%

calf

. i |

g
i L

1

’s
l.i D
i

cerum is ad ed" (1w5 split ratio)'

ROTAvxaus
.shop

frotav

oo ‘\H

k

sulph
£

{15

t

or

FROM ?TOOL

1994)1

specimens stored at
iruse by ELISA using
hate buffered saline
g though a 0.45 um
ith neat foetal calf
peln (sigma type IX

nte to form confluent

1

. | Culture fluid is
‘ L
n - %DTA (2

m] of, DHH with 10%

Twa

ycmz area, 200 ml

drainad
ml for eanch
foetal

ml each of diluted

cplls are anededlinpo acrew céppedhtubqs and incubated at 37°C on

A s\ﬂ1innazv rﬁrﬂ \ntil & conflupnt mq

o
o ‘I "

i ‘! l”
daye usually? thes
faecal sampies h“?i
phenol red indig%ﬁbﬂ ijuet beéor
SR ] ‘
| bl e
s O IR A .
3 Lf% ld ﬂ% 17;|
‘ wlﬂ ! 1

nse|th9 mdnolawez t

. 17 o

e. tubeg are uaéd fa:

1

e lnoc

"k

nolayer ie

wige with PBS

obtained _(3~4

1 iﬁd%ulation of activated

(containing

rlf

lafing the stool filtratp



- ==t e

"”‘-g SR

f | %AH' ;C nl whenever available) is
? Enoculated 1ht%i“" 1 %f mbnolayers and rolled in the
;! Arum for 1|O%ﬁf; torption. Excess fluld is
f drained £1 b h:i‘i rinsed once with PBS and-
f 1noculatedi|w1{{ I jéonta L 1 uE/ml of trypsin. The
; ubes are! ﬁhedfl '}jﬁ%héiﬁmll r drum at 37°C for up to 5

o ‘.:':"'.; L i ' i
#ayﬂ. checkLng ﬁjf']ff _:Ill'f CPé evdryday,
i N AR T 0 SRS |
Detection of a_ e |
{ 11'. .
After 3 freézet

o

nte chn be tested in ELISA

]
J frozen ;nq thahad three times, and the

I='ateicl with trﬁpsini(ao above) . 1.0 m! of

The duplicate

supernatant?.is

Lrypeln tfeabe{" p#rnatnnt 1a pq?sag&d into each of two ftuhas

! ! L

, ‘ Lo ‘

ﬁontnining: freﬁhkmonolaywra or c%lls. e before. Tubes are not
‘ ' ‘

; 4
d[e b“trypsiﬁ caq ochr . Thie does not seem to

rinced witn PBS‘f om- paésagh 2 onwards affpg adsorp*ion of virue.

’Cellular damag#

i ' il‘f\ :
Lnterfnre dlth vﬂahﬁmb'tipliéafiqr pooe kg
i L 1 i
» . ! || i :‘ ‘: ’ Sy i ir;.
: SRR AL iiL : j
N RRRA | T R A v
N i !‘ { ik
i Sl i -
. §Ipl
' RS [BIRRINIE
} [jy ::1” : /IR | I ¢
S RIS ARER)
"t Tl e
! ST R
o 11'1 M | i | |
b TR R K A i
§ R i |
I ; el |
i . .l'& : 3 b, )
H ,; 5\i|i( .‘F & [
o ¢



o T
= ‘ . APPENDIX E ~
||: I L

El

Concentration of ro%avitua from tieaue culture supernatant (ELISA

antigen) . P S

1? After‘ eng} krboaokéhau-oveijy coii dabrie ia ramoved fFrom
pooled tisaue cu}t?yelsupern%fant by centrifugation at 5,000

& at 4°C fAr 10 mine. . . |

2. Supernatant ia pooied and uldracentrifuged at 100,000g for 1
hour at 4°d : :f{.ﬁi : '; i 7
The pellet iL fesuspendea in j0.01M Trie-Hel pH 7.5 with 10mM

i
1.
]
C
batly ddd 1BMM Nabi Lo klve 4 169 fold totventtablon bt the
i

vy iMLnuL q1prapu&upsf . o
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R APPENDIX F

e s =

Production of hyPerimmune_antisera

1)

2)

3)

4)

5)

SeronegatiVe,animals axe chosen (&ee appendix J)
o ; i,ﬂ I |
Rabbitse aré immdnized with‘ 0.5m1 of purified virue
.‘1 [ ) ’
preparatioh g {see appendix 'G) at a concentration of

approximately -106 FFU/ml or Lreater - mixed with 0.5 ml of

Freund = completa adjuvant and 1njﬂvted, aubcutaneously. on

3 sites on hﬂd b&qh.

Threa waekn iaLer rabbibm ‘are injected with D.6 ml of virue
preparation f(as above)4 mixed with Freund's incomplete
[ :

* adjuvant and inJ3ctpd ag abové

! } :'.

i
e

Lo 3 P |
Three wepksh later D.5 ml of wvirus preparation only ie
iu1ehted as ébove

i

Ten hLo 145'days -1atéf’rasb{té are kill bled, 4if ELISA

antibody itrD is EI“afPt fhnu 1/20,000 (gee nappendix 1)

[

and /oy npu*rali ing aﬁ+ibody titre is grpafpr than 1/20,000.

Note 1 Gninpa’ pigs are immunizéd with volumes approximately

!
half thosp givpr to rabbj

Note 2 : Blood is' taken at ‘eabh time of immunization, if

possible, to detérmine antibody levels.

P .
i | IM !
I 1 ' .




Child Name : N | R Sex

Child No. o . o
Father s name :LPQ-J
‘] ;'

Mother "& name

Where delivered 5;'5 i
" F

o im bl el ui,lﬁ-ib‘ﬁﬁli‘ﬁ J.i e - —
Ho o of eiblings _ 'I-] I
Full term baby - Yea [ ] No [ 1 |

Type of delivery €8 [ 1 Mormal [ ] Forcepe [ ]

!
b

Diazzhﬁea : .E;i : ’ Y%ﬂ {1 Ho [ ]
| .

Ho of stool in 1ést 24 houre | L
N R N
E;' ! i
:\r»'.

Type of stool nozmal‘i{Nj, Watery ;w], Uncertain [X]

N v l
S r |
I

Is vour child Breabt‘Eed.

No'Bﬂ‘é.ﬂ:f BM only

:y{ P % ' i k

I:if ‘i .-“ oy ) ; ;'

Was ooloetru@ giﬁ%p} jYés:;[“j»‘__ﬁo (.}

BM + WATER unk

Egrwlﬁbmuﬁgmgnli=§ I I
Specimen No. | s ? N | ;i : j ,
Date of epecimel collection I |
Daté epecimen réceived | ‘

Rﬂceived by I Lt ;} ]
. It ’ ;
|

T ™ AR
'th.\ ot
v.J:]Z“'J ! . I

21



. CONSENT FORM

‘ i
i | |
The ]nternational Centrﬁ‘for;hiarrhoea] Disease Research,

Wartint ke idty gtunﬁﬁ ﬁi da iocuba!nq itg research efforts on ways of

‘preventlng dlarrhoea."Rotav1rustlnfection of newbdrn babies with
I "‘ !

A hnrmlesq v1rus has bnen observed in other countries, Its.

presence in stool has been found to protect against later severe,

diarrhoea. - 3'5 S

¢

I ' o .
see ,ﬁhether newborn Bangladeshi children have
l k |

H
fooa ‘

g
We would 1ike‘ﬁ
' i

jw;o

k
this harmless v1rus 1n thplr‘stools. The identification and
., e b
characterizati?h of thaqe V1ruS‘from Bangladeshi newborns may
1o
contribute to a' future developm%nt of vaccines,

; I K o " v a i
) '
If vou agree to. iet y
._. R
s1gn below; We W1ll requ1re stool or rectal

. L ’
n

vyour child evervday[fbr 7 days after birth.

our Chlld partic1pate in this study please

swab spec1mens of

Signature of Parent

-_...____...__._...__,_.__...._.-._._.___._...

Signature of Investigator

g - - =

%
a
N
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Publication of Df.!Fu Bingnan:

1. Comparison of passive immunphaemolysis agssay with Y1 cell
S : | .
test for detection heat-labile enterotoxin for E. coli.
P : ' e ! b

Hygiene and Diseases Prevention 1985; 4:3-6.

i ; .

' 1
yo. "

2. Comparison‘df'eﬁtefotoxinﬁgene probe with single radial immune

haemoly519 test and other tpsts for detecting Egcherichia

Aadd %wmum%wat BaRb rad MIAMPREARGN ) WEELWN BB e
\

Prevention 1986 2 1 1

i

3. Etiologicai?énd"gpidemiologi&al studies on acute infectious
diarrhoea [in central-south’ China. China Public Health

. \
1986;5(1):21-6. |
P ! !
o ]

4. Poly—acry]amide—gel—electrbphoretic analysis of human
j !

. rotavirus nucleic¢ acid in Henan Provice. China Public Health

19863:5(3):39-42. ' :
5, Pdeemloloyy of Campvlobacteﬁ (a review). In Epidemiological

Advance. Y, P Qian Ed., Pecplé 8 Health Pulishing House 1986,

Beijing, p.jTS a7,
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10.

11.

Shahid B, Long  term gomplications  of measles  in rural
Brang ladesh . ICHDR, B Internaticnal Fublication 1981 .
Mirsertation series No, 3,

“hahid Ng.‘ Alam AN, Haider K, Henning C, Gothefors L, snd
Greenough .. WB. Rapid rerhnique for detection of pneumococeal
pneumonial Bulletin of thp BangladrPh Medical Research Council.
&(2):47—51 982

shahid HNS. Rahman ASMH, Aziz KHMA, Farugue ASG, and Bari MA.
Beliefs and treatment related to diarrhoeal episodes reported in
apsociation with measles. Tropical and Geographical Hedicine,
35(2):151-156, 1983.

2habid NE, Claquin P, Sheikh K, Zimicki S, Long term
complicationse of measles nin rural. Bangladesh. Journal of

Tropical Medicine and Hypipnp 86:77-80, 1983.
t

Shahid na.;i,amadi AR, - Khan MU, Hug MI. Classical versus El Tor
cholera. | A prospective family etudy of a concurrent outbreak.
Journal of Diarrhoeal Dieease Research 2(2):73-78, 1984,

shahid NS, Rahman ASMH. ‘Anderson BC, Mata LJ, Sanval SC.
Cryptosporidiosisg in Eanp}adﬁsh British Medical Journal.
290:114-115, 1985, ‘ i

[ . . |

Shahid NS,: 'Rahman MM, Haider K, Banu H. Rahman N. Changing
pattern of antibiodtic reeistance to S. dysenteriae type I and 5.
flexneri = in Bangladesh. ' Journal of Infectious Digeases.
15215):11%4_1119; 1985,

Shabid NS, Halder K, Sack DA, Rahman MM. Shigellosis in

Bangladesgh (Letfer) A reply. Journal of Infectious Dieeases
56.(3):535, 1987. |

Shahid Nh,- Rahman ASMH. Sanyal 5C. Cryptoeporidium as =a

pathogen for diarrhoea in Bangladesh. Trop Geogr Med. 39(3):285-
T.1987.

Shahid NS, Sack DA,  Alam AN, Rahman N, Risk factore for

persistant d;arrhoea. British Medical Journal. 297: 1036-9,.

1988 . Co

1

oo E o B
Shahid NS,' Greehough  WB I1I, Samadi AR, Hug MI, Reahman N.
Handwaghing with soap reduces diarrhoea and spread of opathogens

in A Bauglade hi village. , Journal of Infectious Diseases (in
press).
fhahid NS,! Yunus Y, Hug E. Alam. S. Mesales dimmonization

dlarrhoea morbidity and growth in Rural Rangladesh.(in preparation).
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Baugladesh. | Journal of Diarrhoesl Diseases Research, 3(4): 219-
222, 1985, . =
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Ruth F. Bishop, Leanne E. Unicomb and Graeme L. Barnes
submitted for publication.

Epidemiology of rotavirus stralns infecting children
throughout Australia during 1986-1987 : A study of serotype
and RNA electropherotype.

Leanne E. Unicomb and Ruth F. Bishop

Arch. Virol. in press

Experience with an enzyme immunoassay for serotyping human
group A rotaviruses (1989),

Leanne K, Unicomb, Barbara 5. Coulson & Ruth F. Bishop.
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using monoclonal antibodies : A comparative study. (1888).
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Barbara S. Coulson, Leanne E Unicomb, Graham A. Pitson and
Ruth F. Bishop '

J. Clin Microbiol 25:508-515

Cultivation and characterization of rotavirus etrains
infecting newborn babies in Melbourne, Australia from
1975-1979 (1987).

M. John Albert, Leanne E. Unicomb, Graeme L., Barnesg and Ruth
F. Bishop J. Clin. Microbiocl. 25:16356-1640
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"Review of Protocol: "Studies of neonatal rotavirus infection in
‘Bangladesh" - Dr. Nigar Shahid and others by Dr. Ruth Bishop,
Royal Children’s Hospital, Melbourne, Australia (given by
discussion with Ms Leanne Unicomb)}.

Dr. Bishop suggested that the general aim be modified to
include investigation of any rotavirus strain found in
different epidemiological setting in order to broaden the
aims and obtain as much information regarding the types of
rotavirus strains that can infect infants in the neonatal
age group.

We have, therefore, included this suggested change.

In order to maximize the chances of detecting nursery
rotavirus strains, special] and intensive-care nurseries
should alsc be used as recruitment sites.

This suggestion has been incorporated into the protocol.

Under the heading of "Specific aims" nursery or neocnatal
strains should be ailtered to read "strains adapted to the
nursery environment" in order to distinguish between any
rotavirus that infects neonates and a group of strains that
are found to only infect neconates. This suggestion has been
incorporated into the protocel.

Under the heading of "laboratory methods" it should also be
included that collaborative studies with another laboratory
should be undertaken to investigate the nature of the VP4
protein of the gene 4 of any nursery strain in order to
compare such strains with strains present in other
countries. We have therefore proposed to set up
collaborative links with Dr. A. Kapikian of NIH in Bethesda,
USA for investigation of the sequence of gene 4 of any
detected nursery strains.

Final comment: A simple and worthwhile pilot-style project
utilizing appropriate laboratory techniques.
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Dear Dr. Tzipori,

1 regret the delay in sending comments on the proposal regarding
Meonatal rotavirus infections.

I hope you will forgive me, Jjust this time

Yours sincerely,




! COMMENTS A% .- -
! d
r o oo vhe el b YT .

The development of RV vaccine 1s”an 1mportant area of research
from a public health perapeetlve g
Indepth characterlsatlon' of neonatal RV strains which may be
naturally avirulent. isi-.one of the _important approaches to
development of RV Vaczines. - ' o :

. \ ) N . ) t
The prel1m1nary pr.Joogal-to determrne‘lf RV infection is endemic
in the neonatal Tnit of the investigators, the .electropherotype
and serotype of the neonatal RV_strains and its comparison with
community strains is by itself of modest scientific interest. It
must be undertaken only if the investigators intend +to perform
follow up studies which may include nucleotide sequencing of gene
segmehts 4,. 8 and 9 of neonatal stralng and oT relnfect1ng
strains {(in a longltudlnally followéd up.cohort), synthesi of
VP and VP7 based on gene sequencing results and productlon of
fonoclonal—antibodies to both conserved and divergent redions - of
these major antigenic peptides.- This would help to characterise
serotype speolflem_“eplsodes of totavirus, the nature of
heterologOUﬂ proteetlon and escape mechanlsms 1n re1nfect10n

——— P e i cam mm——— ey '

: In “ this regardﬁ"the'“reference'gunder laboratory methods
- "production of hyperimmune serum.-for antigenic sanalysis”, is
inadequate and - the whole approach would be best spelt out .in
greater detail in a second proposal after completion of +the
initial proposal. .
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A‘ch;Protocol: Studies on Neonatal Rotavirus Infection in Bangladesh
e

by Dr. N. Shahid et al.

Answers to comments by Prof. M.K. Bhan, AIMS, New Delhi.

A,

ii.

iii.

iv,

Dr. Bhan has sugested in-depth charecterization of the
neonatal strains in particular of segments 4, 8 & 9,

We dO0 NOtforgee it be worthwhile to set up such an elaborate
technique here at ICDDR,B at this stage and hope to
collaborate with a laboratory abroad, where this is done
routinely,

We also feel that segment of gene 4 to be of highest
priority to show relatedness of nursery strains (Gorziglia

.M. et al., Prof. Nath. Acaod. Sci. USA 1986;83:7039-43).

This is a 8ix month proposal aimed at preliminary
determination of the presence of any such (nursery)
strains.

If and when nursery strains are found a longitudinal study
will be proposed --This is a pilot study.

Production of hyperimmune serum -- The purpose of production
of such sera will be to use these reagents in cross-
neutralization tests in order to demonstrate serotype
relatedness. This is a standard and well established
Virological Technique used to determine, unquivocally the
serotype of a virus (Hoshino Y et al J. Infect. Dis. 1984;
149; 694-702)., -



CONSENT FORMS

Since the DSS has been going on since 1966 in Matlab and
since 19756 in‘Teknaf, the entire populations of the areas aré
well aware of the‘nature of the project. Every household in the
two areas has a Family Visitation card; the fact that these cards
are carefully maintained indicates an implied type of consent.

As approved by the RRC and ERC in the past, no consent form wil.

be used during the continuation of this protocol.
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