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APPENDIX I

PREPARATION OF ANTIBIOTIC SOLUTIONS

If3 Amphoteric:’n B 0.25 mg/ml

technique.
3. Store

0.5 ml acetone.
2. _ ie double distilled water.
3. Dispense S50k ] each by aseptic technique.
4. Store at —20%C. | .

it was ~used wth of McCoy cells in

maintenance -medium

3. &

ntamycimo 5 mg/m ¥
: Dllute‘z ml of 80 mg ntamycm in 160 ml sterile double

disti ﬁmq w ﬂllg nﬂlﬂgm technique.

3. Store at —20° C¢
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t¥ansport medium, maintenance medium

4. Vancomycin 5 mg/ml
1. Dissolve vancomycin 500 mg in 100 ml sterile double
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distilled water with aseptic technique.
2. Dispense into aliquots of 4 ml each.
3. Store at —20° C. i gl
It was used to irhibit Gram positive bacteria in
transport medium, maintenance medium and growth medium.
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BUFFER
1. Phosphate Buffer Salin pH 7.2

10.0 g

0.25 g

1.78 e -

| 0.25 g

sty (DDW),. 1000 ml

Disgsol " : “‘\\ to 7.2 and autoclave at

128 €.
This cCoy cells culture.
2. Phosphate
8.0 a
0.2 g
1.15 g
0.196 g
, - 1000 ml
Disso' t! i .*‘ to 7.2 and store at 4" C.

fer wasused to dllute serun and wash slides in

" PESTETE NS

. PhOSphate Buffer Saline (PBS), pH 7.4

RS S T A

. or (NazHPOa. 12H-0 71.63 g/1)
Preparation of 0.01 M PBS, pH 7.4
Solution A : 8 ml
Solution B : 42 ml
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NaCl ' A .
Then make to 1000 ml with DDW, adjust pH 7.4 then store at

4" C- T
This buffer was used to dilute serum and wash slides in

rapid immunoperoxidase assay.

4. Tris Buffer, 0.05 M, pH 7.6
1. Dissolve 6.1 g Tris il rishydroxymethyl aminomethane) base

3. Dilute of 1000 ml with distilled water.
This Tri / // \\\\\\? ate solution preparation
when rapid 11 ' Adas : \ ormed.

5. Tris Buffepf off § &&
A 1.2114 g

0.2922 g
\ 5.544 v
DDW 1000 ml
i t;ﬂ-itoB.Oarxistoreat‘l' ¢,
puffer was mixed with glycerene volume by volume to
make moun! .,.';"a or X cent test. :

I

iy

ﬂ‘iJEl’WIEWIﬁWEﬂﬂ‘i
QW’]MﬂiﬂJ um'mmam



APPENDIX III
MEDIA AND REAGENTS FOR CELL CULTURE

1. Cell Growth Medium

200 ml
20 ml
4 ml
2 ml
0.8 ml
2. Cell Mai
200 ml
10 ml
10 ml
4 ml
: 2 ml
v - :
amphotericin B (0.25 mg/ml) .ry 0.8 ml
Cyocioheximide (0.1 gng/ml) & ml

ﬂuﬂ'gwmwmm
%mmnm UN1INYIAY

1. Dissolve glucose 10.76 g in 100 ml RPMI medium.

2. Sterile the solution by filtration through membrane
filter pore size 0.22 u.

3. Dispense into aliquots of 5 ml each by aseptic technique.
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4. Store at —20° C.
It was used to prepare mamtenance medium.

4. RPMI 1640 Medium

RPMI 1640 powder 10.36 g
DDW 1000 . ml
1. Suspend RPMI 164 der in double distilled water
2 “ 3 ok ough membrane filter pore size
0.22 u.
3. Store i ) ‘

h medium and maintenance medium.

o "/// _

5.1 Preparatl '. UCYOS hosphate Buffer (25P)
' v € ’ \.:\B‘. in DDW.

; onﬁ \\\\‘ ydrous KzHPOs in 60 ml DDW.
301 g@ﬂ /068 hydrous KHzPOa in 40 ml DDW.
1.2 cofbinelsalution A, B and C; bring to close up 1000
ml with DDW. LU
1.3 Mjust R to 7
A { D, mi" with DDW.
7.5 Sterile by au e at :’;] C, 15 minutes.

‘ 3
f GRS = -

Fetal b0V1ne‘senun ml
A aﬁmmmn NENQ EJ e

Dispense the 25P transport medium into sterile plastic
centrifuge tube with approximately 1 ml per tube. Store at -20" C.



6. 4SP Medium

1. Solution A: 136.92 g of sucrose in 600 ml DDW.
Solution B: 2.268 g of NasHPOa in 200 ml DDW.
Combine solution A and Solution B. :
Add 2.0 ml of 0.5% phenol red.
Bring the volume close up 1000 ml, adjust pH to 7.0,
. Bring the volume to 1000 ml with DDW.
Sterile by autoglave gt 115° C, 15 minutes.
Store at 4 ( l' \“’
3

\ /
cj@phate Buffer) was used

N oy o WN

. pedivme.{0.4
‘store the propagaked
and Q. trach S SPE ;m\:\?\ ntenance medium.

7. 1% Tryps v
. "‘ " '. ¢ ! 1 g
DDW e 1000 ml

92

to

achomaktis Dy using equal volume of 4SP

5 Sterifle By filtratien threugh membrane filter pore size

0.22 u. 2z
3. Store at 4 =

It was used totr cells when the cell culture

Was Sppassads

) ald
AULINENINYINT
RININIUNRINYAE



STAIN AND CHROMATOGENIC SOLUTION

i Alcohol—Fonnal in -

100 ml
900 ml

coverslip
inclusion

2. Jones'’
5 g
S g
50 ' - ml
; 30 ml .
Mix them togsthe i through Whatman filter paper
No. 1, stgPe.af room tempeéra coftle protected from light.

This “-;‘_" 1 was u F"‘ trachomatis inclusion

bodies in c m '
* J‘mﬁ‘?‘mﬂ SPRYA R Foromion s sivet

togeth and store at room temperature in a bottle protected from

Q W."1'-1] @ { a ‘; EIH mf]ngnmnﬁfﬂ” stain with

Jones iocdine solution.

4. Chromogen/Substrate Solution
1. Dissolve 3 mg of 4-chloro—l-naphthol in _0.1 ml absolute
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ethanol. : :
2. While stirring, add this to 10 ml 0.05 M Tris buffer, pH
Z:8. i

3. Add 0.1 ml of 3% hydrogen peroxide.

4. Filter out a white precipitate before use.

This solution was used as substrate/chromogen in rapid
immunoperoxidase a Y must be freashy prepared before used.

AU InenInens
WIANTULMINYAY



APPENDIX V
Table 1A Titration of C. trachomatis serotype L=

(from 100% infection) against degree of infection
in McCoy Cells

,// infected cells

1 is serotype L= infected

concentration (cells/ml) | ctmg results

me

Y 2x10° opt1 ertlon

QRREN I NN

1x10° non detectable




Optimum conditions for rapid 1nnnumperox1dase assay.
guitable dilution of rabbit anti-human immunoglobulin pemmdase

conjugate

96

Table 3A Suitable dilution of rabbit anti-human IgG/peroxidase

conjugate

conjugate , dilutions

dilutions :
1:3 : : 15( .25011:300}1:500

NHS =~

1:20 il AN 1 | -
1:40 B\ . = -
1:60 ' £ 4 ‘e s
1:80 o S

=  Negativey€o sﬁ 2

egative,cells having no color

== Normal humag s 1o 1 1light blue inclusion
..i'ﬁ?\ blue inclusion
FEiE 3 dark blue inclusion

Table l 1i 7 b qti-human IgM/peroxidase

conjugate

di hﬂq;ﬁ

|




Table 5A Suitable dilution of rabbit anti-human Igﬂ/peroxidase :

conjugate

conjugate
dilutions

control dilutions

1:4

1.8 | 1:16] 1:32{ 1:64

:128

1:20
1:40
1:60
1.80

AU INENINeINS
RIAINIUUNINY1AY
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Table 6A Optimum reaction time for chlamydial antigen and serum

time (minutes)
antibody | control : '
olnss. dditdtionl 35 30 60 90 120
| 166 | 1:128 4 2 3 3
1:256 {22 7, : C =
1:51’y P 2 % 2
1 1 1
~ 1
TgM 3 3
3 3
2 2
1 1
i t
IgA :4 7 2
Iﬂ:‘a | B z _ 1 2
af 1R L g 1 1
AUSRANENINGING | « | -
.‘“ 1:64 e IS - - 1
PN IUNTAVENGY | -
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Table 7A Incubation time of anti-human Ig peroxidase conjugate

antibody |control

time (minutes)

class |dilution| 30 60 90 120
196G 1:128 - 1
1:256 \\ ‘
1:512 St
e S

TgM

IgA

f

1:1 e e e R




Table 8A Optimum temperature

class

antibody|control

dilution

temperature ( © C)

e 7y T i 474 Y

HI-- /3’7..

RT=/RT~~

IgG

1:32

IgM

IgA

A

ﬁqm n9aia 'mmn

i

HA

;32

s—

EWI WEI

= = serum and Ag step
== = conjugate reaction step

100
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Table 9A Optimum condition for substrate/chromogen reaction

‘ condition
antibody |control .
class |dilution| RT,30 min 37°C.15 min|37°C,30 min
196 1:32 i 2 2
1:64 1 1
1:128 il Fa 1 1
1:256 . Ly -
1: - =y
C e
M | 1: 1. 1
. (= =
3 Perae -
; AL b
o= 'j-J" -
NHS 7 i s
{,}_‘x
IgA 3
2
ﬁ rls
4 7 ﬂ ]
: g-._ , .7
WHUNTINENG &




102

Final suitable dilution of rabbit anti-human immunoglobulin
peroxidase conjugate

Table 10A Final suitable dilution of rabbit anti-human IgG/peroxidase
conjugate

conjugate
dilutions

control dilutions

1:20
1:40
. 1:60
1:80

ARATTTU T

AUEN

lSI
alg
Iml

1:

=

Pkl
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Table 12A Final suitable dilution of rabbit anti-human IgA/peroxidase
- conjugate

conjugate control dilutions
dilutionst C-'| NHS

1:20
1:40
1:60
1:80

El . .
- AUEINENINYINS
ARIANIUNRIINGIAY



APPENDIX VI

Table 15 Serological manifestation of 69 patients with peositive

chlamydial isolation

A..::'_';;--..:':ff'jj!""'\U‘ : i .

method
IgG IgM IgA
n—IF 54 F 41
IP 36 0 39
avidin—biotinf
P ND ND 55

Cmm— )
"I y i

Augineningins
PRIAATUAMINYAE
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Table 16 Serum IgG chlamydial antibody by micro—immunofluorescence
(m-IF) versus isolation of C. trachomatis :

Isolation of C. trachomatis Percent of
m—IF titer culture
positive : negative : positive

< 1:8 23 14.8
1:8 19 29.6

1:16 —ib - 30 34.7
1:32 P ‘ — 20 40.8

1:64 728 ’ 56.5 |
1:128 44.0
1:256 0

1:512 0
1:1024 0o

AULINENINYINT
PANTUAMINAE
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Table 17 Serum IgG chlamydial éntibody by rapid immunoperoxidase

(IP) versus isolation of C. trachomatis

Isolation of C. trachomatis Percent of
IP titer culture
positive negative positive
< 1:8 12 14.3
1:8 24 29.4
1:16 40 3.5
1:32 36.9
1:64 52.0
1:128 30.0
1:256 0
1:512 0
1:1024 0

AULINENINYINT

PRIAATUUMINGINY
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Table 18 Comparison of IgG antibody detection in secretion by
rapid immunoperoxidase (IP) and micro—immunof luorescence

(m—IF)
n—IF L
Test Total
7 Positive Negative
posltlve / é 1 47
IP
negat : . 145 153
// /AW\ N D
a0 ‘:\ »
Sensitivity §6.18 e \\W ictive value 97.87%

'\ \ \\i ctive value 94.77%

£ 3\

F ez
577

Specificity 99437

y d
ﬂ‘lJEl’WlEWI‘ﬁWEI’]ﬂ‘i
Qmmnmumawmau
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Table 19 Comparison of secretory IgA antibody detection by rapid
immunoperoxidase (IP) and micro—immunofluorescence (m—IF)

’ n-IF
Test ' : _ ~  Total
Positive Negative
7 1 5
IP

135 147

142 | 200

Sensitivity ive value 86.79%

Specificity 9 'ctive value 91.84%

O

1

-
I

" AF

AU INENINgIns
IR TUNNINGA Y



109

Table 20 Comparison of secretory IgA antibody detection by
avidin-biotin immunoperoxidase and
micro—immunof luorescence (m—IF)

on-IF
Test - Total
Positive Negative
avidin-| positive .\ 11 29 84
biotin e
ie 113 116
142 200

Sensitivity 9446
Specificitys”9

dictive value 65 48%
redictive value 97.41%

ﬂuH’J‘VIEWl‘ﬁWEI']ﬂ‘i
QWWNﬂ‘ifNNW]’mmaEJ
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Table 21 Comparison- of IgG antibedy in secretion demonstrated by
rapid immunoperoxidase (IP) and isolation of C. trachomatis

isolation of . C. trachomatis
Test Total
' Positive Negative ;
IgG positive 36 11 47
IgG negative 120 153
Total—) @ e | 13 200

Sensitivity redictive value 76.60%
Specificity edictive value 78.43%
X2 =48.18

AU INENINLINT
WANTUNNINYIAY
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Table 22 Comparison of secretory IgA demonstrated by rapid
immunoperoxidase (IP) and isolation of C. trachomatis

Isolation of C. trachomatis
IP ‘ Total
Positive Negative
Secretory IgA positive) ] i SN o %
Secretory IgA negativel | /3¢ 117 147
Tota! . ' - 131 200

Sensitivity 560. predictive value 73.58%
Specificity 89

Neg predictive value 79.59%
X2 = 48.75 4 S N\

3 ‘ |

QRINNIUNNININY
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