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CHAPTER III  

MATERIALS AND METHODS 

The d esig n  and o p t ia iz a t io n  o f  th e PCR.

1) S e l e c t i o n  o f  p r im e r s .

The p r im e r s  w ere s e l e c t e d  from  th e  p u b l is h e d  
se q u e n c e  o f  c. t r a c h o m a t i s , tra c h o m a  b io v a r ,  s e r o ty p e  B (7 6 ) .  
The s e l e c t i o n  o f  th e s e  p r im e r s  w ere p e rfo rm e d  by u s in g  th e  "OLICO" 
p rogram  o f  R y c h lik  & R hoads (1 5 0 ) .  The se q u e n c e s  and p o s i t i o n s  o f  
th e s e  p r im e r s  w ere shown in  F ig .  3.

898 918

5 ’-
3 ’-

-ACACTTCAGAGCACCGTTTAC-

p r im e r  A (2 1bp)

----------------------------------------------  3 ’
CGACATTTTGCCGATACCTTA------- 5 ’
I !
I I
1498 1518

p r im e r  B (21bp)

I 621 bp
:

1

F ig  3. P o s i t i o n s  and se q u e n c e s  o f  p r im e r s  A and B. Numbers 
r e f e r  t o  th e  b a s e  num ber in  th e  common c. t r a c h o m a tis  p la sm id  (7 6 ) .
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2) C hlam ydia  t r a c h o m a tis  s t r a i n .

c. t r a c h o m a tis  s e r o ty p e  L2 , in  f r o z e n  c u l t u r e  , was
p ro v id e d  by th e  Armed F o rc e s  R e s e a rc h  I n s t i t u t e  o f  M ed ica l 
S c ie n c e  (AFRIMS).

3) Growth o f  c. tr a c h o m a tis

c. tr a c h o m a tis  s e r o ty p e  L2 was grown in  McCoy c e l l
m o n o lay e r. F la s k s  (25-cm 2 ) c o n ta in in g  m o n o la y e rs  o f  McCoy c e l l s  
w ere i n o c u la te d  w ith  c. t r a c h o m a t is  s e r o ty p e  L2 and  in c u b a te d  
f o r  3 h r s  a t  37°c. M a in ta n a n c e  medium (A ppend ix  I )  was added
and in c u b a te d  f o r  48-72  h r s  a t  35 - 37°c w hich  r e s u l t e d  in
c h la m y d ia l  i n f e c t i o n  in  a t  l e a s t  8 0 -1 0 0  % o f  th e  c e l l s .

4) I s o l a t i o n  o f  p la sm id  from  c, t r a c h o m a tis  s e r o ty p e  L2

The in f e c t e d  c e l l s  w ere  d i s lo d g e d  w ith  g l a s s  b e a d s  and 
v o r te x e d  in  o r d e r  to  ly s e  h o s t  c e l l s .  The c e l l  d e b r i s  was 
p e l l e t e d  by c e n t r i f u g a t i o n  a t  4,000 X g f o r  20 m in. c h la m y d ia l  
p a r t i c l e s  (EB and RB) in  th e  s u p e r n a t a n t  w ere p e l l e t t e d  by 
c e n t r i f u g a t i o n  a t  16,000 X g f o r  20 min (74 ), w ashed tw ic e  w ith  
TE b u f f e r  (A ppendix  I I I )  and re s u s p e n d e d  in  40 u l  o f  TE b u f f e r .  
C h lam y d ia l p a r t i c l e s  w ere t r a n s f e r e d  w ith  a  p a s t e u r  p i p e t t e  to  a 
1 .5 -m l p o ly p ro p y le n e  m ic r o c e n t r i f u g e  tu b e  c o n n ta in in g  0.6 ml o f  
l y s i s  b u f f e r  (TE p lu s  4% sodium  d o d e c y l s u l f a t e  [SD S], pH 12.4) 
and im m e d ia te ly  m ixed by r a p id  b u t  g e n t l e  in v e r s io n  o f  th e  tu b e .  
A f te r  in c u b a t io n  a t  37°c f o r  20 m in, th e  sa m p le s  w ere b ro u g h t  t o
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pH 8 .0  ( 1  0 .5  ) by  th e  a d d i t i o n  o f  30 u l  o f  2M T r is -H C l,  pH 7 .0  
(APPENDIX I I I ) .  The chrom osom al DNA was p r e c i p i t a t e d  by th e  
a d d i t i o n  o f  0 .1 6  ml o f  5M NaCl (APPENDIX I I I ) .  The tu b e s  w ere 
c h i l l e d  in  an i c e  b a th  f o r  a t  l e a s t  1 h and c e n t r i f u g e d  f o r  5 min 
a t  1 5 ,6 0 0  xg in  a  m ic r o c e n t r i f u g e  ( s a v a n t ) ,  and th e  s u p e r n a ta n t  
was d e c a n te d  im m e d ia te ly  i n t o  a n o th e r  m ic r o c e n t r i f u g e  tu b e .  
The p la s m id  DNA (pCHL2) was p r e c i p i t a t e d  by a d d in g  0 .5 5  ml o f  
c o ld  is o p r o p a n o l  and  in c u b a t in g  a t  -2 0  °c f o r  30 m in. The 
p r e c i p i t a t e  was c o l l e c t e d  by c e n t r i f u g a t i o n  f o r  3 min in  th e  
m ic r o c e n t r i f u g e .  The s u p e r n a t a n t  was d i s c a r d e d  and  th e  se d im e n t 
was d r i e d  u n d e r  vacuum . The se d im e n t was re s u s p e n d e d  in  30 u l  o f  
TE b u f f e r  (1 5 0 ) .  Ten m i c r o l i t e r s  o f  th e  sam ple w ere s u b je c te d  to  
e l e c t r o p h o r e s i s  in  a  T r i s  -  a c e t a t e  b u f f e r e d  a g a ro s e  g e l  
(A ppendix  I I I ) .  The c o n c e n t r a t i o n  o f  pCHL2 was e s t im a te d  by 
co m p arin g  th e  DNA b and  i n t e n s i t y  w ith  th o s e  o f  A  /H in d  I I I  
m o le c u la r  s i z e  m a rk e r .

5) O p t im iz a t io n  o f  PCR c o n d i t i o n  f o r  d e t e c t i o n  o f  c .  t r a c h o m a tis

5 .1 )  T e m p e ra tu re , t i m e , and  num ber o f  c y c le s

The PCR i s  p e rfo rm e d  by in c u b a t in g  th e  sa m p le s  a t  
t h r e e  te m p e r a tu r e s  c o r r e s p o n d in g  to  th e  t h r e e  s t e p s  in  a  c y c le  o f  
a m p l i f i c a t i o n  ะ th e  d o u b le - s t r a n d e d  DNA i s  d e n a tu re d  by h e a t in g  
th e  sam ple  t o  94°c f o r  1 min ( DNA d é n a tu r a t io n  ) ,  th e  p r im e r s  
a r e  a llo w e d  t o  a n n e a l  t o  t h e i r  co m p lem en ta ry  s e q u e n c e s  by c o o l in g  
to  52°c f o r  1 min ( p r im e r s  a n n e a l in g  ) ,  fo llo w e d  by h e a t in g  to  
72°c f o r  1 min to  e x te n d  th e  a n n e a le d  p r im e r s  w ith  th e  Tag
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p o ly m e ra se  ( p r im e r  e x t e n s i o n ) .  T h is  c y c le  was a c c o m p lish e d  
a u to m a t i c a l ly  w ith  th e  DNA Themal C y c le r  ( P e r k in  e lm e r  c e t u s ) .  
The t h r e e - s t e p  r e a c t i o n  was r e p e a te d  a b o u t 30, 40, 45, and 
50 c y c le s  in  o r d e r  t o  d e te rm in e  th e  o p t im a l  num ber o f  c y c l e s .  
A f te r  r e p e a t i n g  a  t h r e e - s t e p  PCR r e a c t i o n ,  th e  sam p le  w ere 
h e a te d  t o  72°c f o r  10 min to  c o m p le te  th e  e x te n s io n .

5 .2 )  S e t t i n g  UP th e  PCR r e a c t i o n  m ix tu re

The s t a n d a r d  PCR i s  t y p i c a l l y  done in  a  50 o r  100 
u l  volum e a n d , in  a d d i t i o n  to  th e  sam p le  DNA, c o n ta in s  50 mM KC1, 
10 mM T ris -H C l (pH 8 .4  a t  room te m p .) ,  1 .5  mM MgCl2 , 0 .2 5  uM o f  
ea c h  p r im e r ,  200 uM o f  each  d e o x y n u c le o t id e  t r i p h o s p h a t e  (dATP, 
dCTP, dCTP, and dTTP), and  2 .5  u n i t s  o f  Tag p o ly m e ra s e . A few 
d ro p s  o f  m in e ra l  o i l  a r e  o f t e n  added  to  s e a l  th e  r e a c t i o n  to  
p r e v e n t  e v a p o r a t io n  (1 5 1 ) .  H ow ever, f o r  th o s e  r e a c t i o n s  in  w hich 
th e  c o n d i t i o n s  d e s c r ib e d  above do n o t  p ro d u c e  th e  d e s i r e d  r e s u l t s ,  
c h a n g e s  o f  th e  PCR r e a c t i o n  m ix tu re  w i l l  u s u a l l y  e f f e c t  th e  
outcom e o f  th e  a m p l i f i c a t i o n .  The com ponen ts w hich  e f f e c t  PCR a r e  
MgCl2 , p r im e r s  , and Tag p o ly m e ra se . T h e re fo re  , th e  o p t im a l  
c o n c e n t r a t i o n  o f  MgCl2 1 p r im e r s  and Tag p o ly m e ra se  was d e te rm in e d  
f o r  o p t im iz a t io n  o f  PCR r e a c t i o n  m ix tu re .  The PCR r e a c t i o n  m ix tu re  
c o n ta in s  50 mM KC1, 0 .1  % T r i to n - : ;  luO , 10 mM T r is -H C l (pH 8 . 4 ) ,  
0 .1  uM o f  e a c h  p r im e r ,  200 uM o f  ea c h  dNTP ( dATP, dCTP, dCTP, 
and dTTP ) and v a r i e d  c o n c e n t r a t io n  o f  Tag p o ly m e ra se  ( 1 .5 ,  
2 .0 ,  2 .5 ,  o r  3 .0  u n i t s )  and MgCl2 ( 1 .5  , 2 .0  , 2 .5  , 3 .0  , 3 .5 ,  
o r  4 .0  mM ) .  D ouble  d i s t i l e d  w a te r  (DDW) was added  to  50 u l  o f  
r e a c t i o n  m ix tu re  and th e  r e a c t i o n  m ix tu re  was o v e r la y e d  w ith
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50 u l  o f  m in e ra l  o i l .

In  o r d e r  t o  p r e v e n t  th e  f a l s e - p o s i t v e  r e s u l t s  due to  
a m p lic o n  c a r r y o v e r ,  th e  in c o r p o r a t io n  o f  dUTP i n s t e a d  o f  dTTP 
and u r a c i l  DNA g ly c o s y la s e  enzyme (UDG) w ere u se d  in  t h e  PCR 
r e a c t i o n  m ix tu re  and  in c u b a te d  a t  37°c f o r  10 min t o  a llo w  UDG 
rem oves u r a c i l  b a s e s  from  am p lic o n  c a r r y o v e r .  The te m p e r a tu r e  was 
in c r e a s e d  to  94°c f o r  10 min in  o r d e r  t o  i n a c t i v a t e  th e  UDG and 
h y d ro ly z e  th e  c o n ta m in a n ts  i n t o  s m a ll  f r a g m e n ts .  Two c y c le s  o f  
th e  PCR w ere  added  to  th e  num ber u s u a l l y  em ployed and a  f i n a l  
t e m p e r a tu r e  was m a in ta in e d  a t  72°c, a  te m p e ra tu re  t h a t  th e  UDG 
p r o t e i n  w i l l  rem a in  i n a c t i v e .  The o p t im a l  c o n c e n t r a t i o n  o f  dUTP 
was d e te rm in e d  by v a r y in g  th e  c o n c e n t r a t i o n  o f  dUTP was 1 .0 , 1 .2 ,
1 .4 , 1 .6 ,1 .8 ,  and 2.0 mM d U T P ,r e s p e c t iv e ly .

6 . A n a ly s is  o f  th e  a m p l i f ie d  p ro d u c ts

6 .1  A g aro se  g e l  e l e c t r o p h o r e s i s

Ten m i c r o l i t e r  o f  a m p l i f i e d  p r o d u c ts  w ere 
e l e c t r o p h o r e s e d  on a  1 .5  % T r i s - a c e t a t e  a g a ro s e  g e l  c o n ta in in g  
50 u g /m l e th id iu m  b ro m id e , in  T r i s - a c e t a t e  b u f f e r  (A ppend ix  IV) 
a t  80 v o l t s  f o r  35 min and v i s u a l i z e d  u n d e r  uv l i g h t .  The p o s i t i v e  
r e s u l t  show s a  3 in g le  band  o f  62 1 -b p  f ra g m e n t ,  com pared w ith  th e  
m o le c u la r  s i z e  m ark er (0X 174/H ae I I I )



6 .2  Dot b l o t  h y b r i d i z a t i o n .

6 .2 .1 )  p ro b e

A 473-bp  DNA p ro b e  s i t u a t e d  w i th in  th e  621-bp  
f ra g m e n t was l a b e le d  w ith  b i o t i n  by a m p lify in g  c. t r a c h o m a tis  
p la s m id  DNA (pCHL2) w ith  th e  n e s te d  p r im e r s .  The p r im e r s  w ere 
a l s o  s e l e c t e d  from  th e  p u b l is h e d  se q u e n c e  o f  c. t r a c h o m a t is ,  
tra c h o m a  b io v a r ,  s e r o ty p e  B by u s in g  "O LICO "program . The se q u e n c e  
and p o s i t i o n  o f  th e s e  p r im e rs  w ere shown in  F ig  4 .

5 ’
3 ’

980 995

TAGGAACGATGCTCTT

p r im e r  c (16 bp )

1-----------------------------------  473 bp

--------------------------------------------- 3

ACAAATGTCGTTACAA--------------  5
I I

I I
1438 1453

p r im e r  D (1 6bp)

!_ i---------------------------- 1
i

F ig -4  ะ P o s i t i o n and se q u e n c e s  o f p r im e r  c and  p r im e r  D.
Numbers r e f e r  to th e b a s e  num ber in th e  common c. t r a c h o m a t is
p la s m id  (7 6 ) .
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The PCR r e a c t i o n  m ix tu re  u se d  f o r  a m p li fy in g  th e  
b i o t i n y l a t e d  p ro b e s  c o n s i s t s  o f  50 mM KC1, 0 .1  % T r i to n -X  100, 
10 mM T ris -H C l pH 8 .0 ,  1 .5  mM MgCl2 , 0 .1  uM o f  e a c h  p r im e r ,  
200 uM o r  each  d e o x y n u c le o t id e  t r i p h o s p h a t e  ( dTTP,dCTP,dCTF) 1 
160 mM o f  dATP, 40 mM o f  M o tin -1 4 -d A T P  (C ibco-B R L) and 1 u n i t  
o f  Tag p o ly m e ra se  (P ro m e g a ), and  4 ng o f  pCHL2. The DDW 
was added  u n t i l  to  100 u l  o f  r e a c t i o n  m ix tu re .  The r e a c t io n  
m ix tu re  was o v e r la y e d  w ith  50 u l  o f  m in e ra l  o i l .  The PCR was run  
a t  94°c f o r  1 min ( DNA d é n a t u r a t i o n  ) ,  45°c f o r  1 min (p r im e r  
a n n e a l in g ) ,  72°c f o r  1 min ( p r im e r  e x t e n s i o n ) ,  and co m p le te  
e x te n s io n  a t  72°c f o r  10 m in.

6 .2 .2 )  G e n e ra t io n  o f  h y b r i d i z a t i o n  d o t  b l o t

The Whatman 3 mm p a p e r  was c u t  f i t  t o  d o t  b l o t t e r  
m a n ifo ld  and a  n y lo n  membrane (P h o to C en e™ ) was c u t  t o  a  d e s i r e d  
s u r f a c e  a r e a .  The Whatman 3 m p a p e r  and  th e  n y lo n  membrane w ere 
p la c e d  in  d i s t i l l e d  w a te r  f o r  5 min and th e n  p la c e d  in  2 X ssc  
(A ppend ix  V) f o r  10 m in. The Whatman 3 mm p a p e r  was p la c e d  on th e  
m a n ifo ld  and th e  n y lo n  membrane was p la c e d  on th e  Whatman 3 mm 
p a p e r .  Ten m i c r o l i t e r s  o f  e a c h  PCR p r o d u c ts  w ere b o i l e d  f o r  
10 m in , c h i l l e d  th e  sam p le  on ic e  im m e d ia te ly . W ith a  d o t  b l o t t e r  
a p p a r a tu s ,  th e  sam p les  w ere  a p p l i e d  on to  th e  n y lo n  membrane and 
w ashed w ith  100 u l  o f  10 X ssc  (A ppend ix  V ). The sa m p le s  w ere 
s u c t io n e d  u n t i l  d ry  and th e  d o t  b l o t t e r  a p p a r a tu s  was 
d is a s s e m b le d .  The w hole n y lo n  membrane was r in s e d  w ith  2 X ssc  
two t im e s  , a i r  d r i e d  and bak ed  a t  80°c f o r  a t  l e a s t  1 h r  
in  vacuum oven in  o r d e r  t o  f i x  n u c l e i c  a c id  to  th e  membrane.
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6 .2 .3 )  S e t t i n g  UP h y b r i d i z a t i o n

The n y lo n  membrane wa3 p la c e d  in  a  p l a s t i c  
h y b r i d i z a t i o n  bag  and p r e h y b r id iz e d  in  250 u l  p r e h y b r i d i z a t i o n  
s o l u t i o n  (A ppend ix  V) p e r  cm2 o f  membrane s u r f a c e  a r e a  f o r  15 min 
a t  42°c. The p ro b e  was d i s s o lv e d  in  50 u l  2 X h y b r id i z a t i o n  
b u f fe r (A p p e n d ix  XI) p e r  cm2 and an e q u a l  volum n o f  form am ide 
was a d d e d . The p ro b e  was d e n a tu r e d  by b o i l i n g  f o r  10 min and 
c h i l l e d  on i c e  im m e d ia te ly . ( am ount o f  p ro b e  (n g ) = a r e a  o f  
membrane in  cm2 X 50 ng p ro b e  p e r  ml X 0 .1  ml p e r  cm2 m em brane). 
The p r e h y b r i d i z a t i o n  s o l u t i o n  was rem oved from  th e  h y b r i d i ­
z a t i o n  bag  and th e  d e n a tu re d  p ro b e  s o l u t i o n  was a d d ed , th e  bag 
was in c u b a te d  a t  42°c f o r  2 h r s  w h ile  a g i t a t i n g  g e n t ly .  The 
membrane was w ashed tw ic e  w ith  2 ml p e r  cm2 o f  5 X ssc , 
0.5  % (W/V) SDS (APPENDIX V) a t  64°c f o r  5 min ea c h  w ash. The 
membrane was w ashed once w ith  2 ml p e r  cm2 0.1 X s sc , 1 % (w /v) 
SDS (APPENDIX V) a t  65°c f o r  30 m in. The membrane was w ashed once 
w ith  2 ml p e r  cm2 o f  2 X ssc  (APPENDIX V) f o r  5 a in  a t  room 
te m p e r a tu r e .

6 .2 .4 )  D e te c t io n  o f  h y b r i d i z a t i o n

The d e t e c t i o n  o f  h y b r i d i z a t i o n  was p e rfo rm e d  by 
u s in g  PhotoG ene™  n u c le i c  a c id  d e t e c t i o n  sy s te m . The h y b r id iz e d  
membrane was w ashed in  1 ml p e r  cm2 o f  TBS-Tween 20 (A ppend ix  V) 
f o r  1 m in. T hen, th e  non s p e c i f e c  p r o t e i n  b in d in g  s i t e s  on th e
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membrane w ere b lo c k e d  by in c u b a t in g  th e  membrane in  0.75 m l/cm z 
o f  b lo c k in g  s o l u t i o n  ( A ppendix  V ) a t  65° c  f o r  1 h r  in
h y b r i d i z a t i o n  b a g . The tu b e  o f  s t r e p t a v i d i n - a l k a l i n e  p h o s p h a ta s e  
(SA-AP) c o n ju g a te  was m ic r o c e n t r i f u g e d  a t  10,000 g f o r  5 min a t  
room te m p e r a tu r e .  W ith a  s t e r i l e  p i p e t  t i p ,  c a r e f u l l y  rem ove 7 u l  
SA-AP from  th e  s u p e r n a ta n t  s o l u t i o n  f o r  each  100 cm2 o f
membrane a r e a .  A void  p i p e t t i n g  any  p e l l e t t e d  m a t e r i a l .  D i lu te  th e  
s u p e r n a ta n t  SA-AP 1:1000 in  TBS-Tween 20. The membrane was
in c u b a te d  w ith  SA-AP s o l u t i o n  f o r  10 min a t  room te m p e ra tu re  by 
g e n t ly  a g i t a t i n g  th e  membrane d u r in g  in c u b a t io n .  Make c e r t a i n  t h a t  
th e  membrane was c o m p le te ly  c o v e re d  by th e  SA-AP s o l u t i o n ,  and 
t h a t  th e y  do n o t  s t i c k  to  one a n o th e r .  The membrane was w ashed 
tw ic e  w ith  TBS-Tween 20 a t  room te m p e r a tu r e  f o r  15 m in. P re p a re  
th e  f i n a l  wash b u f f e r  by d i l u t i n g  th e  lOx f i n a l  wash b u f f e r  1:10 
w ith  d i s t i l l e d  w a te r .  The membrane was w ashed w ith  1 m l/cm 2 lx  
f i n a l  wash b u f f e r  f o r  60 min a t  room te m p e r a tu r e ,  a g i t a t i n g  
g e n t ly .  The membrane was p la c e d  in  a PhotoG ene™  d ev e lo p m en t 
f o l d e r  p ro v id e d  w ith  th e  sy s te m . P ip e t  0.01 m l/cm 2 o f
d e t e c t i o n  r e a g e n t  o v e r  th e  m em branes. Im m e d ia te ly  c o v e r  th e  
membrane w ith  th e  d e v e lo p m e n t f o l d e r  and r o l l  a 10 ml p i p e t  o v e r 
th e  p l a s t i c  s h e e t  to  s p re a d  th e  d e t e c t i o n  r e a g e n t  and to  remove 
th e  a i r  b u b b le s  o v e r  th e  m em brane. The e d g e s  o f  th e  d ev e lo p m en t 
f o l d e r s  may be s e a le d  w ith  t a p e ,  s t o r e  th e  membrane in  th e  d a rk  
a t  23°c to  25°c f o r  10 min and d e t e c t  th e  l i g h t  e m is s io n  
by e x p o su re  th e  membrane to  X -ra y  f i lm .  L ig h t  e m is s io n  from  th e  
PhotoG ene™  sy s tem  r e s u l t s  from  two r e a c t i o n s  : th e
d e p h o s p h o r y la t io n  o f  th e  PPD ( 4 -m e th o x y -4 ~ (3 -p h o s p h a te p h e n y l)  
s p i r o  [ l , 2 - d e o x e t a n e - 3 ,2 ’ -  a d a m a n ta n e ] ) and th e  d e cay  o f  th e
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d e p h o s p h o ry la te d  d io x e ta n e .

7. D e te rm in a t io n  o f  PCR s e n s i t i v i t y  *

The s e n s i t i v i t y  o f  th e  PCR w ith  th e  p r im e r  A and B was 
d e te rm in e d  by a d d in g  d e c r e a s in g  am oun ts o f  pCHL2 to  th e  r e a c t i o n .  
The s t a r t i n g  am ounts o f  pCHL2 was 2 .0  X 1 0 "10 g p e r  u l .  The DNA 
was d i l u t e d  t e n - f o l d  s e r i a l l y  t o  2 .0  X 10- , s  g p e r  u l .  One 
m i c r o l i t e r  o f  e a c h  d i l u t i o n  was t e s t e d  by th e  PCR. The r e s u l t s  
w ere a n a ly s e d  by a g a ro s e  g e l  e l e c t r o p h o r e s i s  and d o t  b l o t  
h y b r i d i z a t i o n .

8 . E v a lu a t io n  o f  th e  PCR e f f i c i e n c y  f o r  d e t e c t i o n  o f  
c. tr a c h o m a tis  from  c l i n i c a l  sp e c im e n s

8 .1  C l i n i c a l  sp e c im e n s

To e v a lu a t e  t h e  d e t e c t i o n  o f  c. t r a c h o m a tis  by 
u s in g  th e  PCR, th e  e n d o c e v ic a l  sp e c im e n s  w ere o b ta in e d  from  100 
woman a t t e n d in g  a  c l i n i c  f o r  s e x u a l ly  t r a n s m i t t e d  d i s e a s e s  
a t  B angrak  H o s p i t a l .  The ENT swab (M ed ica l W ire and Equipm ent 
C o . ,L t d . ,  Corsham , E n g lan d ) was r o t a t e d  in  th e  e n d o c e r v ic a l  
c a n a l  and im m e d ia te ly  p la c e d  i n t o  1.5 ml t r a n s p o r t  medium 
(A p p e n d ix II )  in  th e  i c e  b o x . They w ere s t o r e d  a t  -70°c u n t i l
t e s t e d .
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8 .2  S p ec im en s f o r  th e  PCR

The sp e c im e n s  w ere thaw ed and 200 u l  o f  th e  
sp e c im e n s  w ere p e l l e t e d  by c e n t r i f u g a t i o n  a t  1 0 ,0 0 0  X g in  
m ic r o c e n t r i f u g e  f o r  30 m in. The s u p e r n a ta n t  was rem oved , th e  
p e l l e t  was r e s u s p e n d e d  in  20 u l  o f  0.5% n o n id e t  P -40  (B o e h r in g e r  
Mannheim GmbH),0.5%  tw een20 (S ig m a ) ,a n d  100 u g /m l o f  p r o t e i n a s e  K 
(A m resco ). The s u s p e n s io n  was in c u b a te d  a t  60°c f o r  1 h r  and 
b o i l e d  f o r  10 min (1 5 2 ) .  F iv e  m i c r o l i t e r  o f  th e  t r e a t e d  sp e c im e n s  
w ere t e s t e d  by th e  PCR.

8 .3  P o s i t i v e  and n e g a t iv e  c o n t r o l  f o r  th e  PCR

P a r t  o f  ea c h  sam p le  was s p ik e d  w ith  20 pg o f  pCHL2 a s  
a  c o n t r o l  t o  d e t e c t  th e  p r e s e n c e  o f  a m p l i f i c a t i o n  i n h i b i t o r  in  
ea c h  s a m p le s .  F iv e  m i c r o l i t e r s  o f  th e  sp ec im en s  w ere s u b s t i t u t e d  
by DDW a s  n e g a t iv e  c o n t r o l  f o r  th e  PCR. A p o s i t i v e  c o n t r o l  
c o n ta in in g  20 pg o f  pCHL2 and a  n e g a t iv e  c o n t r o l  c o n ta in in g  no 
DNA w ere in c lu d e d  in  e a c h  ru n .

8.4  S p ec im en s f o r  c e l l  c u l t u r e

The sp e c im e n s  w ere thaw ed  r a p i d l y  in  a  w a te r - b a th  a t  
37°c and  a g i t a t e d  v ig o r o u s ly  w ith  4-5 p a r t i c l e s  o f  s t e r i l e  
g l a s s  b e a d s  u s in g  v o r te x  m ix er a b o u t 1 m in. I f  th e  sp e c im e n s  
c o n ta in e d  b lo o d  , c e n t r i f u g e  them  f o r  5 min a t  200 X g. The 
s u p e r n a ta n t  was re a d y  f o r  i n o c u la t io n .
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8 .5  I s o l a t i o n  o f  c. t r a c h o m a tis  by c e l l  c u l t u r e

McCoy c e l l s ,  1.5 X 10"s c e l l s ,  w ere grow n on th e  
c o v e r s l i p  v i a l  (13 mm in  d ia m e te r )  a t  37°c f o r  24 h r s  in  
o r d e r  t o  form  McCoy c e l l s  m o n o la y e r. P our o f f  th e  c e l l  c u l t u r e  
medium (G row th medium ะ A ppendix  I )  and in o c u la t e  w ith  0.5  ml o f  
c l i n i c a l  sp e c im e n , c e n t r i f u g e  3,000 X g a t  room te m p e r a tu r e  f o r  
1 h r .  The s u p e r n a ta n t  was rem oved, add 1 ml o f  m a in ta n a n c e  medium 
and in c u b a te  a t  37°c f o r  48-72 h r s .  The in f e c t e d  McCoy c e l l s  
w ere s t a i n e d  w ith  io d in e  s o l u t i o n  (A ppendix  I ) ,  exam ined  and 
c o u n te d  th e  in c lu s io n  u n d e r  l i g h t  m ic ro sc o p e .
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