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INTRODUCT ION e

The activities of the Prague Serum Reference Bank in the periogd indicated

mainly consisted in:

I. The reception and processing of serum collections from abroad and from

Czechoslovakia
II. ILaboratory examingtion of sera in Prague and abroad

I1I. Aid in plamning and execution of serclogical studies abroad and in

Czechoslovslia

iv. Taboratory research projects
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T. NEW COLLECTIONS OF SERA FROM CZECHOSLOVAKIA AND FROM ABROAD

1. Sers collected in Czechoslovakia

The Serum Bank participated in the execution of several serological studies

in Czechoslovakia, from which the fellowing new c¢ollections were received:

1.1 Poliovirus antibody surveys (K. 748ek) . (a) 320 specimens were collected

from children up to 15 years of age in one region in Moravia 1965; (b) 726 sera

were sollected from all age-groups in the same region in 1966.

1,2 Tnfluenza viruses antibody survey (M. Drafnar). In 1965, 200 specimens were

obtained among the population of Prague City and approximately 200 specimens in
five other loealities in the Czech regions. Altogether 1100 serum specimens were

collected and examined for antibodies to six influenza virus strains.

1.3 B, pertussis and parapertussis surveys ( B, Vysckd-Burianovd). A total of
1200 serum specimens were collected in 1965 among the population of five locallties

subjected to long-term follow-up in the Czech regions.,

1.4 Multipurpose immunclogical survey (K, Eééék). A total of approximately 1200

serum specimens were obtained by striet random sampling among the normal population
of all age-groups in a district of about 100 000 inhabitants in autumn 1964.

Further specimens will be taken from the same donors in avtumn 1966 for the purposes
of longitudinal studies.

1.5 Sera for cholesterol level studies (J. Fodor). The Serum Bank received 1135

blood specimens in several consecutive consignments; the serum were separated and

distributed into a total of 4874 aliquots.

2. Serum collections from abroad

The following serum collections arrived at the Prague Bank and were processed

into aliquots:
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""""" ”ﬁﬁﬁﬁér‘af specimens receivad“in “humbér of aliquots
Source Assembled or T Fivet
(eountxy) sent by @ Ball | 1965 lquarter! Total | Frozen | DOPRI-
1964 i N i lized
1866
- Mongolia| WHO Mongolia ) ;
o " Project 67 | 4553 - B 6200 119937 -
Ceylon WHO Consultant
(Dr Pecenka) Ipg - - 429 - -
Nigeria | WHO Cenfrelfor
‘ ‘ Treponematoses .
{Coperthagen) - 1871 - 1 871 - -
Togo WHO‘ﬁrEpoggmatoses
Advisory Team 3G |3 ATL 75¢ I 4 570 8 481 T 257
Pakistan| WHO Consultant S
(Dr Z4dek) - 496 - 496 1 1 Aok 726
TOTAL 842 10 394 750 (11 986 | 21 968 7 983

Apart from this, the Jerum Bank recelved blotting-paper rondelles with dried bloed,

viz, 62 rondelles from Nigeria and approximately 500 specimens collected by the WHO

team in Western Samoa.

D

Withdrawal of specimens from the collections stored at the Prague Serum

Reference Bank

From the collections assenbled in Ciechoslovakia were withdrawn:

(1)

approximately 200 serum specimens as control specimens for serological

tests with Vibrio cholerae to be carried out at the SEATC Cholers Resesrch

Iaboratory in Dacca, Eastern Pakistan

(i1)

as a part of the WHO sponsored pilet study organized by J. L. Melnick;

approximately 300 specimens for examination for rubella virus antibodies

the

tests will be carried ocut by Dr J. Strauvss of the Instiltute of Epidemiclomy

and Microbiclogy, Prague.
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The following withdrawals were made from the foreign collections:

(1) 100 specimens of the Togo collection were sent to Dr Gear, WHO Serum ¥
Refersnce Bank in Johannesburg, for examination against different bacterial,
viral and parasite antigens

{(i1) 100 specimens of the Fhiliprine eollectlon were sent for the same purpose
to Dr Paul, WHO Serum Bank at Yale

(1ii) 457 serum specimens from Pakistan were sent for examination for arbovirus
antibodies to Dr Charles L. Wisseman of University of Maryland, United 3tates
of America

(iv) 200 serum specimens were sent for examination for cholestercl level

determination to Dr James M. White of CLC, Atlanta, United States of America.
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II.  LABCRATCRY EXAMINATIONS PERFORMED IN PRAGUE

Apart from the homeland serological surveys for antibodies to policviruses,

influenza viruses, B. pertussis and parapertussis, laboratorieé of the Institute of

Epldemicleogy and Microbiclogy in Prague and other laboratories in CzechosloVakia

examined the following "foreign" serum collections:

|
Collection Year of | Number of y
from tests | zera tested Tested for antibodiss t?
Ceylon 1964 4oo 'all poliovirus types
Thailand C] 1965 10C . poligviruses, morbilli, pertussis and
ol parapertussis, ASLO, toxo- and histo-
plasmosis, leptospira, brucellosis
arboviruses, mumps
500 ASLO
Pakistan 1965 301 polioviruses, morbilll, pertussis and
Cparapertussis, ASLC, toxeoplasmosis,
adenoviruses, RS virus Mycobacterma
rneumoniae : ‘
Togo 1965 180 .- polioviruses, morbilli, pertussis and
parapertussis L
Bastern Nigeria | 1965 182 pertussis and parapertussis, morbilliﬂ
! . - ' 1 diphtheriae, ASLO S .
1966 500 b ASLO :
Mongolia 1966 ‘ 55 all poliovirus types

The results of these examinations together with brisf descriptions of the methods
employed in antibody determinations and the keys used for sub-sampling of larger
collections are presented in the tables and figures contained In Annex A of this report.
The results of ASLO level determinations have already been submitted for publication

in the WHO Bulletin while the other results will be submitted for publication in the

nearest fulure.
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ITI. AUSISTANCE OF THE SERUN REFEHDNCE LAITK WITH THE PIANNING AND EXBEUTION OF

SERCLCGTCAL STUDIES AEROAD

The Acting Director, Statistician and other members of the staff of the Serum’ .
Reference Bank provided active help to some countries or institutionz in the planning
or carrying out of serological studies. This especlally relates to the following

cases:

(1) minor collecticns of serum specimens were undertaken in three localities
in Pakistan in 1965 for examination of the presence or absence of antibodles to

certain arboviruses and some other viral and bacterial agents

(i1l) minor serum collections were compiled in Turkey and in Iraq in 1966 for =

examination of antibodies to cheolera and possibly some other infecticons

(iii) In Pakistan, Turkey and Iraq plans for cenducting multipurpose Immuno-

logical surveys were dlacussed

(iv)  in December 1965 Dr K. Za¥ek and Mr J. Jelinek took part at WHO headouarters
in Geneva in discussions and preparéﬁion of plans relating to further expleolitation
of the serum collections assembled In different countries by the WHO

Treponematoses Advisory Team

(v) a certain-extent of techriical aid was provided to the WHO team that was
collecting sera in Mongolia during 1964 and 1965.
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IV. RESEARCH PROJECTS

1. Testing ¢f blotiing-paper rendellee with dried blocd

Some results of an orientational experiment in which sera and eluates {rom paper
rendelles.taken from 20 volunteering donors were ‘simulbaneously tested for antibodies
to polioviruses, have already bheen rresented in the Annual Report of the Prague Sémum

Reference Bank for 1963. The following tests were performed in the subsequent period:

(i) sixty-two serum specimens and paper romdellie eluates taken from identical
donors by the Treponematoses Advisory Team in Nigeria in 1565 were eimultaneouely

- tested for antibodies to polioviruses

(ii) comparatlve experiments were undertaken to show whether the lower tlires .
in paper rondelle eluates than in serum specimens obtalned in the previous .
erienf%tieﬁéi fests were due to a determination of antibodles as a result of the
dfying up of the blood on the rondelles or: simply to the difference in the
actual amount of plasma ¢onteined in the given dilution of sera and eluates,

" uwhich in the previous tests were-diluted experimentally in the ratios employed
by Vailsman et al;l-‘ Scme of the Pesults of these experiments are summarized in

the tables and figures of Annex B.

2. .Stabillty of choleeterol levels at dlfferent temperatures

The Serum Referenee Bank co-eperatea with Dr D. Gre*netter end Dr J Feder of
the Institute for Cardicvascular Diseases in Prague in a WHO-epeneored study relating
to the effect of serum storage at dlfferent temperaturee on eheleeterol levels.‘ This
study. is comparable to similar projects on the etablelty of eerum at different
temperatures carried out at all three WHO Serum Reference Banke in 1963 end 1964
The results of this study were submitted for publication in Englieh to ‘the “Cor et

Vasa" jowrnal, Prague.

5,  Diphtheric antitoxin determination by metabolic-inhibition test in tissue culture

Tais test, developea By Dr KF{¥ of thé Institute of Epidemiclogy and Microblology
in Prague in close co-operation with workers ef the Serum Reference Bank was employed
in a serclogical survey in Czechoelevakie and in exemlnlng 180 serum epeelmene

aollected by the WHO Trepenematoaee Advigory Team 1n Eaetern ngeria. o

- k
Vaismen A,, Hamelin A, & Guthe T. (1963) Bull. Orgz. mond. Sant#, 29, 1-6.
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The results obtained so far suggest that it will be possible to utilize this
sconomlecal test for large-seale surveys of diphtheric antitowin levels among the
population and for other purposes. The method of the test and the prelimlnary
results of its application to serclogical studies will be submitted for publlication

in the near future.

4, Documentation

The system of recording and processing of data used at the Prague Serum
Reference Bank has been improved and is warranted by the system utilizing a five-track
teleprinter tape. The transfer of data and information from individual record cards
is carried out by means of numerical recording and teleprinting, which provides a
primary protocol of data strictly corresponding to the original set of record cards.
The supplementing of thls primary protocol with results of subsequently performed
serological tests 1s carried out by automatic rewriting of the primary tape, which
is automatically arrested at the appropriate serum number to allow the addition of
further data, In this way a new enlarged protocol of data 1z obtained in which the
previous data are included without an error. Obviously, such an additional tape
can be provided every time the Serum Bank withdraws serum aliguots and receives
serological results. The important polnt 1s that data entered on a teleprinter tape
can be fed directly Into the computer for automatic statistical elaboration. A
draft of a pfogramme for such statistical‘processing of serologleal data has been
worked out in detail at the Prague Serum Reference Bank. The Tirst step is
classification, tabulation and graphic presentation of the results obtained. The
possible utilization of the IBM digital compubter to be installed at the WHO head-
quarters in Geneva 1s envisaged, Classified and tabulated data will further be

analysed from the aspects of:

time regresslion of antibedy titres
shape of dlstribution curves of antibody tifres

mathematical formulation of the immunity process among the population under study.

To meet these tasks, the Sclartron analopue computer installed at the Institute
of Epidemiology and Microbiology in Prague (provided by WHO) has been specilally

adjusted, This computer has been put inteo operation reéently.
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V. EQUIPMENT AND FACILITTES

Worlkers of the Serum Pank have developed ‘and now currently employ & simple
apparatus for semi*automatlc seallng of glass ampoules (w1th a cap301ty of 1200
ampoules per hour) and an apparatus for measurlng and dlspensing ¢.5=1,0 ml

aliquots from individual speclmens of $era.

After having cobtained glass vzals Df required dlmeﬂ&lons from Denmark and
special rubber stoppers developed and produced in Czcchoalmra.kla a new lyophlllzatmn

apparatus, model 30 P. T.T. was put 1n Qperatlon.
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VI. THE STAFF
Acting Director: . Dr K. Z4&ek, Head, Enterovirus Department, Institute of
. Epidemiology and Microbiology in Prague, (IEM), part-time . .
Professional ® - o :
Assistants: Dr V. Teply, Virologist, IEM, part-time
Mr J. Jelinek, Statistlelan, IEM, part-time
. Technlcal staff: Mrs Y. Rendlovd, IEM, full-time
Mrs M. Sim&Zkovd, IEM, full-time
Mps Y. Bladhovd, IEM, full-time
Miss O, Stard, IEM, full-time
Documentarists Mrs E. Adamcovd, IEM, full-time
Mrs. A. Urbanovd, IEM, part-time
VII. FUBLICATIONS
1. Rotta, J., Jelinek, J. & Eééék, K. Antilstrepiolyvsin Q surveys as an indicator

of the prevalence of streptococeal Infections among the population.

WHO Bulletin, in press.

Grafnetter, D., Fodor, J., Teply, V. & Ta%ek, K. On the effect of serum
storage on cholestercl levels as measured by a simple direct method,

Cor et Vasa (Prague), in press.

Vysokéd-Burldnovd, B. et al. Surveillance programme of whooping cough in
Czechoslovakia, J., Hyg. Epid. Micreb. Tmmunol. (Prague), Iin press

Surveillance Report, Immunological surveys of A, Pertussis, B. Poliomyelitis,
C. Measles in Thailand, Pakistau, Nigeria (Easterm) and Togo, GES/SR/66.3

Rotta, J., Jellnek, J., Z4&ek, K., de Vries, J. L., Chanthranetra, P. &
Antal, G. M, Surveillance report, antistreptolysin O surveys as an
indicator of the prevalence of streptoccccal Infections among the
population of Thailand, Pakistan and Eastern Nigeria, GES/SR/66.4.
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METHCODS USED FOR ANTTRODY DETERMTNATIONS

1. Polioviruses ~ Serum-neutralizing antibodies were determined by the colorimetric
(pH) test in plastie panels as outlined in the 1958 Report of the WHO Expert Committee

oti Poliomyelitis, In calculating age-specific curve levels of antibody of 1:4 op

above have been designated azs positive.

2 Mumps - Antibodies were determined by the complement-fixation microtest on
plexiglass plates using two units of antigen in the reaction; titres equal to or
above 1:4 have been designated as positive.

3. Adenoviruses, RS virus and Mycoplasma phéumoniae - by complement-fixation tube

test with two units of antigen and two units of complement. Titres equal to or above
1:4 have been designated as positive.

4. Measles - Antibodies were determined by the haemagglutination-inhibition test
using Takatsy's mieromethod, After preliminary absorption of sera to concentrated
monkey erythrocytes four units of antigen (prepared from the "Boston" strain
according to Rosen, 1961) were added per dilution of serum (from 1:2 or 1:4 to

1:256) and the mixture was held one hour at room temperature. Then 0.05 ml of
Cercopithecus asthiops erythrocytes was added per well and the reaction was incubated
one hour in a moist chamber at 37%. In calculating age-specific curve levels of

antibody of 1:2 or above have been designated as positive.

B B. pertussis and parapertussis -~ By the agglutination test in plastic panels

with a suspension of 20 000 millicn Baéteria in the reaction. The sera wepe diluted
in twofold steps from 1:4 to 1:512 and titres egqual to or above 1:8 have been
designated gs positive.

o. Brucellosis - By agglutination and complement-fixation tests with Brucella
Abertus Bang using the technigues outlined in the 1961 and 1964 Reports of the WHO
Bxpert Commitiee on Brucellosis.

7. Toxoplasmosis - By the complement-fixation test using three units of antigen,

8. Histoplasmosis - By the quantitative precipitation reaction in agar using the

following antigens: histoplasmin, cocelidioidin, paracoccidioldin, and blastomycetin.
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0. Thailand sepra - Qut of the total collection of zbcut 4000 serum specimens

assembled by the WHO Treponematoses Advisory Team in Thailand in 1962, 100 specimens
were selected according to random numbers so that the individual sge-groups would

inelude the following predetermined: numbers of specimeng: -

Age-group- ¢+ Number of
(in years) specimens
2.3 10
Sut 10
4-5 10
5-6 , 10
610 20
11-20 20
S _Bew |t pn

These 100 specimens were examined for dritibodies to thée Tollowihg antigsns:

All types of polloviruses
Measles

Mumps |

Streptolysin O

B, pertussis and B. parapertussis

Brueellosls:
Toxoplasmosis
Histoplasmosis

Arboviruses (some types)

The test for arbevirus antibodies was performed in the WHO Reference laboratory
for Arboviruses in Bratislava; thie other tests were carried out in the Imstitute of

Epidemiology and Miercbiclegy in Prague, C3SR.

The tables and charts wiﬁh the determinations of antibodies to polioviruses,

mumps, B, pertussis and paraperiussis are attached to this report; the results of

tests for ASLO have already been sulmitied to WHO headguarters.

All tests for bhrucellosie, toxoplasmosis and histoplasmosis were negstive,
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THAILAND
HI ANTIBCDIES TO MEASIES
No. of Titres Per cent..
Agewgroup| sera of
tested | Neg.! 1/4|1/8 | 1/16 [ 1/32 |1/64 {1/128 [1/256 | positives
2 -3 1 | 8 | ol ol 11| o 1 0 0 20
3-14 10 6 0 0 2 1 1 0 0 40
b -5 10 3 0 1 2 1 1 1 1 70
5 -6 10 5 0 1 4 0 0 o] 0 50
6 - 1¢ 19 & 0 3 4 4 2 0 o} 68
f
11 - 20 19 6 1 2 3 6 1 0 0 &8
20+ 20 4 2 5 0 4 ul 1 0 80
Total 98 38 3 112 | 16 [ 16 | 10 2 1
THAILAND »
C-F ANTIBCDIES TO MUMES
No,of Titres Fer cent,
Aga-group | sera of
tested | Neg. [ 1/4 11/8 | 1/16 | posttives
2 -3 10 9 0 0 1 10
5 -4 10 8 1 0 1 20
b -5 10 7 1 0 2 30
5 -6 10 8 1 0 1 20
6 - 10 20 |13 2 [0 5 25
11 - 20 20 14 2 1 7 30.
20+ 20 11 2 3 4 45
Total 100 70 | 9 |4 17
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THATLAND
HAFMAGOLUTINATION ANTTBODIES TO B. PERTUSSIS
. No. of | Titres ° | Pep cert.
Age-
groups sers : l of
| tested | Neg. | 1/4 11/8 (1/16 1/32 |1/64 1/128 [1/256 | 1/512| positives
i ! H
2 -3 10 10 0 0 0 ) 0 0 0 0
3 -4 10 10 0 0 o 0 O 0 0 o
L wk 10 10 0 O 0 0 0 o} 0 0
g - 6 10 9 0 1 0 0 0 0 0 o] 10
& -10 20 18 0 0 4) 1 1 0 o ¢ 10
11-20 20 15 0 1 0 2 1 1 0 0 25
20+ 20 16 0 1 0 1 1 1 0 0 20
Total 100 \ a3 l 0 % 0 4 3 2 0 0
HARMAGGTUTINATION ANTIRODIES TO B. PARAPERTUSSIS
No, of Titres Per cent.
Age-
roups sars ; ; of
g tested | Neg. | 1/4 |1/8 }1/16 1/32 | 1/64 l1/128 1/2%6 | 1/512) positives
{
2 -3 10 10 o) 0 0 0 0 0 0 0 0
3.4 10 10 0 o 0 0 0 0 0 0 0
L _5 10 9 0 0 1 0 0 o 0 0 10
5-6 10 10 0 0 0 o o 0 0 o} 0
& =10 20 18 0 0 0 1 o} 0 1 0 10
11-20 20 16 O 1 0 2 1 Q 0 0 20
20 20 | /%10 ) 0 1 1 % o 0 25
Total | 100 | 8 | o 111 ¥ |2 3 1 0
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10.  Pekigtan gera - In 1965 three small collectlons of sera were obtalied among
the populations of Marachi, Dacca and Lahore and shipped to the Prague Serum

Reference Bank.

Aliguots for arbovirus antibody determination (the main purposé of the collectlon)
were sent to Dr Wisseman of Maryland University, United States of America; results

have not arrived zo far.

The remaining aliqueots were tested In the Institute of Epidemiology and
Microblology in Prague for antibodies teo the following antigens: .

All types of polioviruses
Measles
Adenoviruses, RS virus and Mycoplasma pnsumoniae

B. pertussis and parapertussis,

. p——

As the results were similar in specimens from all the three locallties, they

are prescehted summarized in the attached tablezs and chartsf

PAKISTAN
HI ANTTBODIES TO MEASLES

A No. of Titres Per cent.
ge- sera of

BrOUPS | vested | Neg. | 4 8 16 | 32 | 64 | 128 | 286 positives
2.31 13 |6 | o] o ol 2] 2| 3| o 54

3 - b 21 8 2 0 i ) 3 1 o 63
b5 12 5 | o | 1 1} 3] 1| 1] o0 58

5 - 6 17 Y 2 1 4 3 0 2 1 77
6~ 10 Gp 1z 1 12 12 7 7 6 3 80

11 - 20 87 17 6 15 | 28 15 3 2 1 69
20+ | 174 %6 27 29 4o 26 10 4 0 79
Total | 384 |88 |28 |58 | 91 59 | 26 | 19 5
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PAKISTAN
CF ANTIBODIES TO ADENQVIRUSES.
T - .

Ape— MNeo of Vo . e Titres. oo e . L .. Pap 2ent.
SR sera of
& tested | Neg.. | 1/4 |1/8 |1/16.11/32 |1/68 |1/128 | positives

3 -4 13 9 1 1 1 1 0 0 31

b -5 9 6 1111 o |o 0 33

5-6 13 7 11 | o 1 0 0 46

6 - 10 L& a5 12 3 1 L 0 1 46

11 - 20 76 4z 7 7 |12 8 0 0 45

20+ 132 85 15 |13 |13 & 0 o 550
CTotal | 208 | 179 [ 42 128 |28 .i20.. 1.0 ..l..1

CF ANTIBCDIES TO R3 VIRUS
Age- No. of Titres Per cent,
Sera of

ZTOUp

tested | Neg. | 1/4 |1/8 |1/16 |1/32 11/64 |1/128 | positives

11
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. PAKTSTAN
CF ANTIRODIES TO MYCOPLASMA PNEUMONIAE
Age— Ne. of . | . ‘Tita:*es Per cent..
group s&ra | of
o tested | Neg. | 1/4 {1/8.(1/16|1/32-11/64 | 1/128 | positives
2.3 g 7 0 2 O 0 0 0 2p
%o 4 13 12 1 0 0 0 0 0 8
4 -5 9 3 1 0 o) 0 0 0 11
5«6 13 3 0 2 0 ¢ 0 %8
& - 10 46 34 5 A 1 1 0 0 26
11 - 20 76 50 7 6 7 5 1 o} 54
20+ C 132 &7 17 (18 47 -2} 1 0 ©AL
Total |, 298. 206 34131 {17 o] 2 0
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PAKISTAN
AGGLUTINATION ANTIBODIES B. PERTUSSIS
Age- No, of Titres Per cent. |
Eroup sers i I of
tested | Neg.| 4|8 il@ %2 | bl tlEB 256 1512 | positives
| |
2.3 8 glololol ol oo 0 0
%L 13 1301010 01 0] 0 0 0
4 . 5 T oo loyr 2t oo 0 0 T4
5 - & 8 cic |1l ol ol O 0 1 25
6 -~ 10 20 T lojo0ot1l 10} 0 0 0 5
11 - 20 71 66 | 0lo 1t 2] 1| 1 0 0
20+ 152 126 1010 (4] 8l 3 1 2 18
Total 298 260 | o|lo 7|12 111 | & 1 3
PAKTSTAN
AGGLUTINATION ANTIBCDIES TO B. PARAPERTUSSIS
No. of Titres Per cent.
Age- .
roup sera of
g tested {Neg.| 4 |8 [16 |32 |64 [ 128 256 1512 | positives
2 -3 8 glojoio0]0oiolo 0 0 0
34 13 12 1 0{0 {01 0 1) 0 0 0 8
4 -5 7 olo 1] o0l ol o 0 0 14
i
5 -6 g olo (2|0l ot o o) 0 25
& - 10 39 3|1 0(0 14 31110 0 1 2%
11 - 20 71 56 olo [3l10]l 21 0 0 0 21
204 152 113 | 030 (417181} 7 2 1 26
Total 208 231 | 010 (14 |30 {12 | 7 2 2
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11. Togo sera - Out of the colleetion of sera obtained s¢ far by the WHO Serum
Reference Bank In Pregue frem Tege (eesembled by WHO Trepenematoeee Adv1eery Teem
in 196# and 1965) 156 epec1men$ were Selectec. 411 these specimens had been
collected at eampling“peiﬁte one to five situzted at the solth of Togo. This eub—
eample;Wee“eelegﬁeﬁ,eggg:ding“te,rendem numpetrs 50 that the individuelmege-groupe

would inelude approximately the following predetermined numbers of specimens:

Age-group Number of
(in years) sera
23 20
%ok 20
b~ 5 20
5-6 20
& -10 o
11 - 20 %0
20+ 40

. These 186 specimens were examineé for antibodiss to the following antigens:

ALl typeés of polloV1ruSEs
Meeelea
Streptolysin O

B. pertussis and parapertussis

The tables and charts with these determinations accompany this report, the

results of tests for ASLO levels have already been submitted to WHO headgquarters.
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TOGO SRR
AGGLUTTNATION ANTTBCDIES TO B. PERTUSSIS
Age- No. of ‘ ' Titres ‘ " | Per cerrk,
roup 1 sera - - ; of
& tested| Neg. ! 1/4)1/8 |1/16 | 1/32 |1/64 | 1/128 |1/256 | 1/512 | positives
2 -3 10 B [0 0 Q 2 0 0 e 0 20
3.4 19 19 0 0 0 0 o o 0 0
4 .5 19 18 0 0 1 0 0 -0 0 0 5
5 -6 20 19 o ) 0 o} 1 0 0 0 5
6 - 10 ko 33 o} 0 3 2 O 1 1 0 17
11 - 20 itg) 35 0 0 i 2 2 0 0 0 12
20+ 4o 31 0 0 6 2 1 0 0 0 20
Total 188 (1651 0! o In1 8 4 1 1 0
AGGLUTINATION ANTTECDIES TO B. PARAFERTUSIS
!
No. of Titres o Per cent, |
Age- '
POUp Sera of
& tested | Neg. | 1/4 | 1/8 |1/16 | 1/32 |1/64 | 1/128 |1/256 | 1/512 | positives
2. 10 9 0 0 o) 1 0 o) 0 0 10
3 -4 19 ) olol3 o lo 0 0 0 16
b .5 19 B! olols | o 0 0 0 0 16
5.6 20 1 191 oo ! o 1 0 0 0 o | 5
6 - 10 | &0 % | o] o | 2 1 |0 1 ) 0 10
11 - 20 Ty 52 0 0 4 2 0 2 0 0 20
20+ 40 3 ol o ! 4 2 0 0 0 0 15
Total 188 162 O o |16 7 0 3 O 0
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TOGO
HI ANTIBCDIES TO MEASLES
No., of Titres Per cent.
Age—

oup sera of

&r tested | Neg. | 1/4 [1/8 |1/16 | 1/32 | 1/6% | 1/128 | 1/256 | positives
2 -3 12 8 o 1 1 2 0 0 0 33
5 -4 19 10 1 3 1 3 0 o] 1 48
b5 21 7 1 2 5 4 2 o 0 67
5.6 20 10 0 2 2 3 2 0 1 50
6 - 10 40 15 4 3 6 8 1 1 2 63
11 - 20 40 15 5 9 3 > 3 1 1 &3
204 39 12 7 9 5 6 O 0 0 70
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12. Eastern Nigeries sera - The Prague Serum Reference Bank obtalned a total of

2591 serum specimens collected by the WHO Treponematoses Advisory Team in 50 -

sampling points. in Eastern Nigeria during 1964. The age. distribution of these

specimens is as follows:

giii; sgz;iiins Fer cent. !
2 23 1.2
2-3 45 B
3.l - 114 e )

b - 5 128 49
5-9 970 27.C

10 - 14 556 21.0

15 - 19 62 2.4
20 - 24 63 2.4

25 - 29 108 b2
30 - 39 206 8.0

40 - 49 147 5.7
50 - 59 80 3.1 ;
G0+ 79 3.1
Total | 2 591 100

The collection has been divided intoc the following three sub-samples:

Sub Sampling Ha. of
- Area point specimens
sample
number tested
I North-east 1, 2, I, %, 5, 6, 20, 21, 46 158
(thinly
populatad)
II North-west 13, 14, 18, 158, 17, 18, 19,
(densely 22, 2%, 2, 25, 26, %2 164
populatad)
I1I Southern 7, 8,9, 10, 11, 12, 34, 37, |
coastal area 40, 41, 42, 48, 49 235
Total 561
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As the number of.sera in the age-groups up to five years and above 15 Vears
was small, all the specimens available were examined; in the age-groups five %o
nine and 10-14 years only part of the specimens were included in the sub-samples.
A total of 561 specimens were examined for antibodles to the following antlgens:

All types of polioviruses
Measles

B. pertussis and parapertussis

and In addition to this 180 specimens were tested for diphtheriz antitoxin levels.

The results of testing the Individual sub-samples and a table and chart
summarizing the determinations for the whole area of Eastern Nigerla is attached
to this report.
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EASTERN NIGERIA
HI ANTTRCDIES TO MEASLES
przz e+ e NQw QT . e o TiEPES oo e s e e o Paye aarrb o -
Rge- sera, r . n . . of
e INeg.| 2|4 8 116 32 |64 | 128 1256 | 512 positives
N P : I )
223 13Tl re olol ol L] 2l o ol o o7
5 .4 3% 15 10| 3| 21 4] 1 27 5 8] 55
I Lo 9y 21317 |10 4] 1 3 1 o 78
5 -0 838 197 9742 j101 12 |11 8 3 0 78
10 « 14 85 181 gpliie (18| 9 7 2 2 1 80
15 - 19 23 1i4l5 | 4 of 1! 1| o 82
20 - 29 66 Gl Big6 | 7111 8 3 1 0 86
30 -~ %9 8o 12| 81615 |13 7 1 2 0 85
W -29°7 86 | 13l 6ig(7 o 3 1] ol o 7%
20-59 4 -3 b 31618 205 61 0| 2 0O 88 -
60+ 29 O N O . T 0 1 0 T2
H i
Total 552 123 | 48| 389 {81 | 64 b5 1 21 18 1
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EASTERN NTGERIA'
DIPHTHERTA ANTITOXIN LEVELS
| A No. of|" '~ Titres (I U/ml) Per cent.
ge- B . T
group Sera o
| tested | <0.03 | 0103-0.09 | 0.1-0.45 1 0.5-0.9"| B1 | o BOSIEIVES
2-3 5 3 1 1 0 0 40
3 -k 17 6 7 4 0 0 65
4 -5 20 7 4 U 1 4 65
5 -6 20 6 5 9 . 0 0 70
6 -10 | 39 3 x 14 1z & oz
11 - 20 4o 1 12 14 9 4 98
20+ 29 3 12 15 7 2 gp
Total 180 29 45 &1 29 16
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1. Determinaticn of antibodies to polioviruses and B.
in eluates Prom dried blood on paper rondelles

1.1 Poliovirus antibodies in 62 specimens from Nigeria (Dr V. Tepl$)

Antibodies to all three poliovirus types were tested simultanecusly in 62 serum
specimens and eluates from corresponding dried blood specimens on paper rondelles
collected by the WHO Treponematoses Advisory Team in Nigeria in May 1964, The
rondelles were shipped to Prague via WHO headquarters in Geneva by air mail in sealed
polyethylene envelopes at normal temperature and were kept in the laboratory about 14
days at 4°C pefore being examined.

Eluates were prepared by two rondelles from each denor being cut to pieces,
extracted together in 3.2 ml of sterile buffered saline for two hours in a shaker,
stored overnight at HOC, next day inactivated 30 min at 5600, and prior to inceculation
into tissue culbure centrifuged 10 min at 3000 rev/min. The volume of 3.2 ml saline
used for the extraction of two rondelles was in accordance with the experiences of
Vaisman & associates),l who assumed that at this ratio the resulting dilution of
plasme In the eluate would approximately equal 1:20.

The results of the simultaneous testing of the 62 sera and eluates from paper
rondelles collected in Nigeria are sumarized in Figs. 1-3; +they show that on the
average twoe to three times higher amounts of antibody were determined in the sera
than in the rondelles extracted by the volume of diluent indicated.

1.2  Quantitative tests of rondelles with dried blood (Dr B. Vysokd-Burianovi)

Sinece in all previous tests a two to three times smaller amount of antibodies
wag found in eluates diluted in accordance with Valsman at the ratio one rondelle to
0.8 ml of saline (assumed dilution of plasma 1:10) than in corresponding serum
dilutions, several experiments were carried out to determine whether the deficlency
in antibody titre in e¢luates was due o a certaln antibody deterioration in the dry
bleod on the rondelles or whether the responsible factor was merely quantitative
relations in that the amount of plasma on the rondelles did not correspond to Valsman's

calculations.

1
Valsman, A. et al, (1963) Bull. Org. mond, Santé, 29, 1-6,
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For the purpose, venous blood specimens and Simultaneously twe to four rondelles
from finger puncture per‘doﬁﬁf‘were éélleéféd ffom 72 ¢hild volunteers (vaccinated
azainst Dertuséis éight’wonuhs nreviouslv) . The sera and in paraliel the eluatzs in
concentratlona to COTP@upOﬂd to thc hypotheiLcal ratias of l 10, 1: 5 and 1:2.5
(i.e. obtalned Ty thtractlng one two or Eour rondelies, reupect1VEly, in 0.8 ml of

sallne) were tested for the level of agglutlnatlon anﬁibodles to B. rertussis and

parapertusaLE.

The results of these experiments are presented in Figs. 4ﬁ6, which show that
the amount of antibodies detected in sers initially diluted approximately 1:5
corresponded to the "dilution" of rondelle extract 1:2.5, i.e, four rondelles

extracted in 0,8 ml of zaline.

In a further experiment, 10 rindellcs were taken from one donor. The rondelles
were weighed accurately on an analytical balance hefore and after blood absorption,
and were eluated at the ratio of 1:5 with respect to the individual bHlood volumes
ascertained in the rondelles. Similarly, corresponding dilutions of whole
heparinized bleod were prepared (the blood was weighed) and in a simultanecus test
the eluated and the whole klood were titrated for antibody content, Table 1 shows

the resulis,

TABLE 1. TITRES OF ANTIBODIES T0 B. FERTUSSIS IN

Rondelles W@ole-blcod l
(1:5 dilution) (1:5 ailution of equal
volumes of blood as in rondelles)

i 104+ 204+ 104t - Bow

2 10+ 204+ 1 Gt 204+

7 - 104+ 204t

¥ 104+ 20+ 1044+ DO+

0 - L0+ 204+

6 1C+++  20++ Lo+ B Ot s

7 1044+ 1 Ot 200t

8 1O+ 20++ 1 it 5Ot it

9 10t DO+ 1 Obtt DOt
10 104+ 204+ 40+ 104t s Lon
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The table indlcates that an approximately equal amount of antibody was detected._
in whole blood azs in bload dried-up on blotting—paper rondelleu. Hence, most
probably antibodles dc not deteriorate qualitatlvely as a result of the dryipg of
blocd on rondelles, but the ratic of one rondelle to 0.8 ml of saline doeé ppﬁ‘
correspond to serum dilution 1:10. To this dilution of serum corresponds rather

an eluate obtained by extraction of four rondelles in approximately 0.8 ml of saline,




FIG. 1
POLIOVIRUS ANTIBCDIRS TYFE 1 IN 62 SERA FROM NIGERIA
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FIG. 2
POLIOVIRUS ANTIBKDIES TYFE 2 IN 62 SERA FROM NIGERIA
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FIG. 3
POLIOVIRUS ANTIBODIES TYPE 3 IN 62 SKRA FROM NIGKRIA
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FIG. 5

Rondellas
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1)
Antibodies B.pertussis

Blood and rondellea taken
on 10.6.64 ,examined on 25.6.54

Initial serum dilution 1:5
Rondelles, dilution’ 1:5

Antibodiedka.pertunaia.

Blood and rondellesa taken on
1715.64 ’ﬂxﬂmiDEG on 23 oBuB4 .

Initlal serum dilution 1:5
Rondelles dilutiod 1:2,5




