
CHAPTER IV

INTERVENTION

A m n i f i l t r a t i o n  i n  e a r l y  a m n i o c e n t e s i s  i s  p e r f o r m e d  
by u s i n g  a f i l t r a t i o n  d e v i c e . A  c i r c u l a t i o n  sy s tem  was 
c o n s t r u c t e d  o f  c o m m e r c i a l l y  a v a i l a b l e  s t e r i l e  d i s p o s a b l e  
u t e n s i l s  a s  shown and d e s c r i b e d  i n  f i g u r e  l . T h e  s t e r i v e x  
f i l t e r  from M i l l i p o r e  w i t h  a 0 .4 5  m ic ro n s  p o r e d  s i z e  f i l t e r  
membrane made o f  p o l y v i n y l i d i n e  d i f l u o r i d e  was u s e d , b e c a u s e  
o f  t h e  n o n t o x i c  c h a r a c t e r i s t i c s  o f  t h i s  m a t e r i a l . T h e  sy s tem  
was h a n d l e d  by means o f  t h r e e  way v a l v e s  d i r e c t i n g  t h e  
s t r e a m  o f  t h e  a m n i o t i c  f l u i d .

Sam pl ing  p r o c e d u r e :  T ra n sa b d o m in a l  a m n i o c e n t e s i s  was c a r r i e d  
o u t  u n d e r  u l t r a s o n i c  g u id a n c e  u s i n g  a 20 gauge d i s p o s a b l e  
s t e r i l e  s p i n a l  n e e d l e .O n e  c c . o f  a m n i o t i c  f l u i d  was 
i n i t i a l l y  drawn f o r  A l p h a - F e t o p r o t e i n  s t u d y .T h e  f i l t e r

s y s t e m  was mounted on t h e  n e e d l e  as  i n  F ig u r e  1. Then 8-10

cc were  a s p i r a t e d  t h r o u g h  b y - p a s s  c o n n e c t i n g  tu b e  and 
r e i n j e c t e d  t h r o u g h  t h e  f i l t e r  two o r  t h r e e  t im e s  u n t i l



Figure

THE FILTER SAMPLING SYSTEM.

1) Three way valves.

2) connecting tube.

5) The sterivex filter from Millipore.
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f e e l i n g  t h e  r e s i s t a n c e .  The t o t a l  volume o f  c i r c u l a t e d  f l u i d  
i s  20 -40  cc  b u t  t h e  t o t a l  amount o f  f l u i d  removed came to

8cc.In t h e  c o n t r o l  g roup  t h e  a m n i o c e n t e s i s  were p e r f o r m e d  in

t h e  same f a s h i o n  b u t  w i t h o u t  t h e  f i l t e r  s y s t e m s ,  and th e  
f l u i d  were  removed 1 cc  p e r  g e s t a t i o n a l  week.

The c u l t u r e  method:  The a m n i o t i c  f l u i d  sp e c im e n s  were s e n t  
t o  c y t o g e n e t i c  l a b o r a t o r y .  The spec im en  from t h e  f i l t e r  
g ro u p  was f l u s h e d  w i t h  15 c c . c u l t u r e  medium,CHANG MEDIAM 
w i t h  L- g l u t a m i n e  (2mmol/ml. ) p e n i c i l l i n  (100 I U / m l . ) a n d  
S t r e p t o m y c i n  (1 0 0 u g /m l . ) , and t r a n s f e r e d  d i r e c t l y  i n t o  t h e  
two s t e r i l e  s l i d e  f l a s k e t s .  The a m n i o t i c  f l u i d  spec im en  from 
t h e  c o n t r o l  g ro u p  was t r a n s f e r e d  i n t o  t h e  two s t e r i l e  t u b e s ,  
and was c e n t r i f u g e d  a t  1100 RPM f o r  5 m i n u t e s , t h e n  t h e  c e l l  
p e l l e t  was c u l t u r e e d  i n  two s l i d e  f l a s k e t s . T h e  c u l t u r e s  were 
i n c u b a t e d  a t  37 d e g r e e  c e n t i g r a d e  i n  t h e  C02 i n c u b a t o r (5% 
C 0 2 ) f o r  7 d a y s , t h e  c e l l  g rowth  was th en  e v a l u a t e d  u n d e r  an 
i n v e r t e d  m i c r o s c o p e  and t h e  medium were changed  e v e r y  two 
days  u n t i l  h a r v e s t i n g .

The H a r v e s t i n g :  The c u l t u r e  f l a s k s  were e v a l u a t e d  u n d e r  th e  
i n v e r t e d  m i c r o s c o p e , a f t e r  c u l t u r e  medium was changed.When a t  
l e a s t  10 medium s i z e  c o l o n i i e s  c o n t a i n i n g  m i t o t i c  c e l l s  by 
e x p e r i e n c e d  t e c h n i c i a n  were  o b s e r v e d , t h e  h a r v e s t i n g  was

ï\
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p e r f o r m e d .T h e  m i t o t i c  c e l l s  were a r r e s t e d  a t  t h e  m e ta p h a se  
s t a g e  i n  t h e  f l a s k e t  u s i n g  c o l c h i c i n e .  The c e l l s  were

t r e a t e d  w i t h  h y p o t o n i c  s o l u t i o n ,  f i x e d , s p r e a d e d  and s t a i n e d  

by T r y p s i n  and Giemsa b a n d in g  t e c h n i q u e .
Chromosome a n a l y s i s :  10-20 m e ta p h a s e s  were  a n a l y s e d  th r o u g h  
t h e  l i g h t  m i c r o s c o p e  by c o u n t i n g  t h e  chromosome i n  each  
m e ta p h a se  and two m e ta p h a s e s  were  k a r y o t y p e d .
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