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C h i l d r e n ' s  Hospital, WPU r i o s t o c k ,  GD-' 
The u t i l i z a t i o n  o f  1 5 ~ ~ - n i t r o g e n  f r o m  I 5 l i  l a b e l e d  
S a c c h a r o m y c e s  c e r e v i s i a e  c e l l s  a n d  15N l a b e l e d  B i f i d o -  
b a c t e r i a  f o r  who le  body  p r o t e i n  s y n t h e s i s  was s t u d i e d  
i n  a t o t a l  o f  9 i n f a n t s  b y  means  o f  o r a l  o r  c o l o n i c  
p u l s e  l a b e l i n g s .  The  m i c r o b e s  were h a r v e s t e d  f r o m  s y n -  
t h e t i c  c u l t u r e  mediums c o n t o i n i n  l 5 ~  ammonium c h l o r i d  
a s  t h e  o n l y  s o u r c e  o f  n i t r o g e n .  7 5 ~  e n r i c h m e n t  o f  t h e  
c e l l s  amoun ted  t o  95 76. A t r a c e r  d o s e  o f  3 mg 15N/ke; 
was chosen .  The p u l s e  l a b e l i n g  was f o l l o w e d  b y  a 48  
h o u r s  c o l l e c t i o n  o f  u r i n e  e n d  f e c e s .  F o l l o v r i n ~  o r a l  
s i n g l e  p u l s e  l a b e l i n g  o f  t h e  n a t i v e  a n d  h e a t - t r e a t e d  
y e a s t  c e l l s  77 7 on  an a v e r a g e  o f  t h e  h e a v y  n i t r o g e n  
was  r e t a i n e d  i n  t h e  p r o t e i n  p o o l .  
C o m p a r a t i v e l y  h i g h  u t i l i z a t i o n  r a t e s  o f  m i c r o b i a l  15N 
w e r e  f o u n d  a f t e r  i n s t i l l a t i o n  o f  1 5 ~  l a b e l e d  B i f i d o -  
b a c t e r i a  i n t o  c o l o n i c  s e g m e n t s  i n  3 i n f a n t s  w i t h  
c o l o s t o m i e s .  The r e t e n t i o n  was  c o n f i r m e d  b y  e l e v a t e d  
15N c o n c e n t r a t i o n s  o f  t h e  p l a s m a  p r o t e i n s .  
The  r e s u l t s  show t h a t  m i c r o b i a l  n i t r o g e n  is  i n t e n s i -  
v e l y  u s e d  f o r  who le  body  p r o t e i n  s y n t h e s i s  i n  i n f a n t s .  
The c o l o n i c  m i c r o f l o r a  c o n t r i b u t e s  t o  improvemen t  o f  
non e s s e n t i a l  e n d o g e n o u s  a n d  e x o g e n o u s  n i t r o g e n .  

THE I ~ L D G I C A L  RESPONSE M GLIADIN IN COELIAC 
DISEASE SEEMS NOT M BE OF PRIMARY PATHOGENETIC 

. . 
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Pat ients  with untreated coel iac  disease have c i r cu l a t i ng  
antibodies agains t  g l iadin .  We have previously demonstrated t h a t  
the gliadin-antibody pat tern  is dominated by r eac t i v i t y  agains t  a 
few polypeptides, t en t a t i ve ly  ~ d c n t i f i e d  a s  gamma-gliadins by 
t h e i r  migration i n  e lec t ropl~orcs is .  A varying degree of r eac t i v i -  
t y  t o  a l fa-  and beta-gliadin was detected, but the sera  did not  
r eac t  with glutenins.  It was accordingly hypothesised t ha t  the  
reaction pat tern  was due t o  a spec i f i c  primary r eac t i v i t y  agains t  
some gl iadin  polypeptides, with a secondary immunization with 
other polypeptides, i n i t i a t e d  by e p i t h e l i a l  damage and increased 
i n t e s t i n a l  permeabili ty.  

Gliadin, digested with pepsin and t ryps in  (PT-gliadin),  has 
been shown t o  be toxic .  In  ordcr t o  fu r the r  cli icidate the  conncc- 
t i on  between gl iadin  antigenecity and tox i c i t y ,  the  antibody 
r eac t i v i t y  i n  coel iac  s e r a  agains t  PT-gliadin was investigated by 
imunoblot t ing .  The enzymatic digestion of g l iadin  accomplished 
low molecular weight polypeptides, which notably d id  not display 
antibody r cac t i v i t y .  

It is  therefore  suggested t h a t  cha rac t e r i s t i c  g l i ad in  an t i -  
body pat tern  i n  pa t i en t s  with coel iac  d isease  i s  not of primary 
patllogenetic importance, but ins tead corre la tcd  t o  comon HLA- 
antigens of most of the pa t i en t s .  

CHANCES IN THE LIVER HBV-DNA PATTERN EXPRESSION IN CHILDREN 
WITH HDV CHRONIC INFECTION 
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The a n t i v i r a l  e f f e c t  of r-IFNa on HBV r e p l i c a t i o n  has been proven " i n  vivo". 
However the re  i s  no in fo rmat ion  about the changes induced by the  r-IFNa i n  the  
pa t te rns  o f  HBV-DNA, s p e c i a l l y  i n  ch i ld ren .  The aim of t h i s  work was t o  study the  
e f f e c t  o f  the  r-iFNa over the  l i v e r  HBV-DNA pa t te rns  i n  c h i l d r e n  w i t h  ch ron ic  
h e p a t i t i s  B. 
30 c h i l d r c n  w i t h  CAH h i s t o l o g i c a l l y  proved were included. A l l  o f  them had HOeAg 
and serum HBV-DNA f o r  a t  l e a s t  6  months p r i o r  t o  the  beginning o f  the  study. Two 
l i v e r  b iops ies  were obtained from a l l  t h c  pa t ien ts ,  one j u s t  before the t reatment 
and the  second a t  the  15th month. 
HBV-DNA was tes ted  i n  serum by do t  b l o t  and i n  l i v e r  by southern b l o t  hybr id i za t ion .  
I n  the f i r s t  l i v e r  sample a l l  c h i l d r e n  had r e p l i c a t i v e  intermediates o f  the  v i r a l  
DNA and i n  one o f  them the HBV-DNA was a lso  in tegra ted  i n  the  host genome. I n  the 
second l i v e r  biopsy, i n  the  c h i l d r e n  who d i d  no t  respond t o  the  therapy (HBV-DNA+ 
i n  serum) the  r e p l i c a t i v e  forms of the  HBV-DNA remained i n  the  l i v e r  and i n  3  
c h i l d r e n  inegrated HBV-DNA was detected simultaneously. Among the  9  p a t i e n t s  who 
l o s t  serum HBV-DNA a t  the  end o f  the therapy, i n  8  of them the v i r a l  DNA was un- 
detectable i n  t h e i r  l i v e r ,  i n  the  other c h i l d  in tegra ted  and epiromal forms non 
r e p l i c a t i v e s  o f  the  HBV-DNA were detected. None o f  the  responder c h i l d r e n ' l o s t  the  
HBsAg i n  serum. To inves t iga te  t h i s  f a c t  we looked fo r  the presence o f  HBV-DNA i n  
per iphera l  b lood c e l l s  by do t -b lo t .  None o f  these c h i l d r e n  showed v i r a l  DNA i n  
these c e l l s .  
I n  conclusion, HBV-DNA can be in tegra ted  i n  the host genome ear l y  i n  the  na tu ra l  
h i s t o r y  of the  HBV- chronic i n f e c t i o n .  Our r e s u l t s  suggest the  a n t i v i r a l  e f fec t  
of the  r-IFNa o f  hepa t i c  l e v e l .  The persistence o f  HBsAg i n  the  responder c h i l d r e n  
i s  not maintained a t  expenses o f  HBV-DNA expression i n  mononuclear b l o l d  c e l l s .  

PREDICTIVE FACTORS OF THE RESPONSE TO RECOMBINANT INTERFERON IN 
CHRONIC HEPAT IT IS B  IN CHILDHOOD 
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The a n t i v i r a l  e f f e c t  of recombinant i n t e r f e r o n  (r lFN1 t h e r a w  o f  ch ron ic  h e m t i t i s  
type B  i n  c h i l d r e n  has been demonstrated. I n  order t o  deter;n;ne the  p r e d i c t i v e  
fac to rs  o f  the  response t o  r lFN the basal features o f  responder and non-responder 
p a t i e n t s  (age, sen, ALT l e v e l s  'HBV-DNA~ a c t i v i t y ,  t ime o f  HBsAg c a r r i e r s  
Knode l l ' s  index and percentage'of i n f e c t e d  c e l l s  o f  HBcAg i n  the  l i v e r  bibpsy) 
have been evaluated. Twenty e igh t  c h i l d r e n  (mean aSe 2-14 years) w i t h  v i r a l  
r e p l i c a t i o n  markers (HBV-DNA p o s i t i v e )  have been included. E igh t  c h i l d r e n  had 
received 10 MU o f  rlFI4-a2C lBoehr inaer 1noelheim)lrn bod" surface. I.M..twice 
a week dur ing  s i x  months; 8  chi ldren-were Ereated.with 7  < MU undef the  lame 
cond i t i ons  and 12 received 10 MU o f  rlFN-a2A ( ~ o f e r o n l / m ~ b o d y  surface I.M., t h r i c e  
weekly dur ing 3  months. A l l  o f  them had an h i s t o l o g i c a l l y  proven CAH. 
AT the  end o f  the  fo l low-up per iod  (15 months) 8  c h i l d r e n  became HBV-DNA and 
HBcAo nesat ive and were considered as rlFN-reaoonders and 20 remained o o s i t i v e  f o r  
the re  ma;kers (non-responders). 
The responders p a t i e n t s  had a s i g n i f i c a n t l y  lower a c t i v i t y  o f  HBV-DNAp (265.7* 
323.6 v s  719.3i 480.3. p(0.05) and less  perccotage of HBcAg in fec ted  l i v e r  c e l l s  
than the  non-responders (14.17 * 6.83 v s  58.28 f 32.73 p(0.05).  I n  addi t ion,  the  
ALT (210.5f 75.2 vs 128.8f 76.1, p(0.051 and the l i v e r  Knodel l 's  index of 
h i s t o l o g i c a l  a c t i v i t y  i n  the  l i v e r  b iops ies  (12.25f 2.41 vh 7.64 i 3.23 ~ ( 0 . 0 5 )  
were higher i n  t h e  responders than i n  t h e  nan-responders. 
In conclusion, the c h i l d r e n  who responded t o  r lFN therapy had a more a c t i v e  l i v e r  
disease (ALT, Knodel l 's  index).  Furthermore these p a t i e n t s  had a r e l a t i v e l y  low 
l e v e l  of v i r a l  r e p l i c a t i o n  (HBV-DIIAp, HBcAg i n  l i v e r  c e l l s ) .  
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Pat ients  with cys t i c  f i b r o s i s  (CF) have EFAD which night contribute 
t o  t h e i r  symptoms (Scand J Gastroenterol 1988; 23 (Suppl 143) :1-4). 
fibout 90% of t he  pat ients  have pancreatic insuff ic iency and 5-10% 
develop diabetes mel l i tus .  Pancrease has been shown t o  be highly 
s ens i t i ve  t o  EFAD as  revealed by the  t r iene- te t raene  r a t i o .  To s tu-  
dy t he  influence of EFAD on pancreatic endocrine function the  insu- 
l i n  response was studied a f t e r  administration of glucose in t rave-  
nously i n  infusion or  bolus and in  addition t he  glucagon re3ponse 
a f t e r  arginine infusion i n  EFAD female r a t s  (120 days o ld)  and age- 
matched controls .  The exocrine function was studied i n  i so la ted  
pancreatic ac inar  c e l l s  a f t e r  stimulation with alcohol and carba- 
choline chlor ide .  The amount of secreted amylase was assessed colo- 
r imetr ica l ly  i n  computerized spectrophotometer. Gast ro intes t ina l  
pcptides were studied by immunochemical methods. 
The EFAD r a t s  showed a higher i n su l in  secre t ion than control  r a t s  
with a l l  st imulations whereas no differences i n  glucose and gluca- 
gon l eve l s  were seen. The isola ted  pancreatic ac inar  c e l l s  showed 
a normal arnylase secre t ion i n  EFAD r a t s .  Morphologically no changes 
were seen i n  the  pancrease and the  immunohistochemistry pat tern  of 
insul in- ,  glucagon-, somastotatin- and pancreatic polypeptide c e l l s  
was not d i f ferent  from the  controls .  The r e s u l t s  of t h i s  study- 
indicate  t h a t  the  endocrine pancrease seems more s ens l t l ve  t o  tFAD 
than the  exocrine par t .  
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B i l i a r y  s e c r e t i o n  o f  phospho l ip ids  (PL) and c h o l e s t e r o l  (CH) i s  r e g u l a t e d  by  
b i l e  a c i d s  (BA). However, a  number o f  o rgan ic  anions (OA) has been shown t o  
i n h i b i t  PL and CH s e c r e t i o n  w i t h o u t  a f f e c t i n g  t h a t  o f  BA. The mechanism o f  t h i s  
OA-effect  i s  unc lear .  We s t u d i e d  t h i s  uncoup l ing  phenomenon w i t h  3  d i f f e r e n t  
OA i n  normal Wis ta r  (NW) r a t s  and Craningen Ye l low (CY) W i s t a r  ra ts .  The CY 
s t r a i n  has a g e n e t i c  d e f e c t  i n  b i l i a r y  s e c r e t i o n s  o f  v a r i o u s  OA (JCI 81: 
1593-9,1988). NW and GY r a t s  w i t h  8-day b i l e  d i v e r s i o n  were i n j e c t e d  i n t r a -  
venous1 y w i t h  a m p i c i l l  i n  (18 mo1 .100 g  BW), su fa ted  t a u r o l  i thocho l  i c  a c i d  
(STLC, 1.0 umo1/100gBW) o r  idocyan ine  green (ICC, 0.6 umol/lOOg BW). A t  1  h r  
a f t e r  i n j e c t i o n  recover ies  i n  b i l e  were: a m p i c i l l i n ,  4.1% and 0.5%; STLC 
98% and 32%; iCC, 39% and 98, i n  NW ana CY r a t s ,  r e s p e c t i v e l y .  A m p i c i l l i n  
and STLC caused a  s t r o n g  uncoup l ing  i n  NW r a t s  (maximal BA.(PL+CH) - r a t i o +  
70% ( a m p i c i l l i n )  and +147%(STLC), b u t  no ( a m p i c i l l i n )  or  a  much sma l le r  (STLC 
+65%) uncoup l ing  i n  CY r a t s .  ICC i n j e c t i o n s  d i d  n o t  induce  an uncoupl ing,  
e i t h e r  i n  NW r a t s  or i n  CY r a t s .  The h e t a t i c  up take  o f  t h e  used OA appeared 
t o  be una f fec ted  i n  CY r a t s .  Cel f i l t r a t i o n  chromatography (Sepharose CL-48) 
showed t h a t  a m p i c i l l i n  and STLC c o e l u t e d  w i t h  BA, w h i l e  ICC coe lu ted  w i t h  t h e  
PL and CH f r a c t i o n .  We conclude t h a t  t h e  uncoup l ing  o f  b i l i a r y  PL and CH 
from BA s e c r e t i o n  by  a m p i c i l l i n  and STLC i s  n o t  due t o  d is tu rbance  o f  processes 
a t  i n t r a c e l l u l a r  o r  b i l e  c a n a l i c u l a r  membrane l e v e l ,  b u t  t o  i n t e r a c t i o n s  w i t h  
BA i n s i d e  t h e  c a n a l i c u l a r  lumen which d i s t u r b  PL and CH s o l u b i l i z a t i o n .  


	94: UNCOUPLING OF BILIARY LIPID SECRETION FROM BILE ACID SECRETION BY ORGANIC ANIONS, DUE TO INTRACANALICULAR INTERACTION WITH BILE ACIDS

