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Immune reactions to hepatocyte membrane antigen has been 
suggested to play an important role in liver damage in several 
conditions.Antigens on the surface of cells are recognised in 
association with glycoproteins coded for MHC. In this study we 
have investigated expression of MHC class I & I1 antigens on iso- 
lated hepatocytes from 24 children with liver disease: 2 auto- 
immune chronic active hepatitis, 4 primary sclerosing cholangitis, 
5 alpha-1 antitrypsin deficiency, 3 post-liver transplant, 3 
hepatitis B related chronic liver disease, 7 minor histological 
changes.Hepatocytes were isolated from liver biopsies by 
mechanical disruption.Class I(HLA-A,B & C) antigens were detected 
by W6/32 monoclonal antibody(Mab) and Class II(HLA-DR) antigens 
by L243 Mab. Class I antigens were present on isolated hepatocytes 
in all cases while Class I1 were never detected. Positive stain 
for Class I1 was seen on Kuppfer cells. Expression of HLA-DR 
antigens on hepatocytes could be induced by a 72hr.incubation 
with 200 U of recombinant gamma interferon. These data suggest 
that immune recognition of hepatocyte membrane antigens may not 
be class I1 restricted. Alternatively, the HLA-DR positive 
Kuppfer cells might act as liver antigens presenting cells. 
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An increase in IgG levels is characteristic of aCAH but it 
is not known whether such increase affects all subclasses. Indeed, 
we have recently shown that the anti-liver/kidney microsomal anti- 
body in aCAH is restricted to IgG1. In this study we have 
measured IgG subclasses using an ELISA technique. In 57 serum 
samples from 15 children with aCAH [11 female,age range 3-18yrsI. 
In all untreated cases the total IgG levels were increased and 
all subclasses were also increased when compared to 97 age- 
matched controls.[Patients:IgGl mean + SD = 10.4 + 2.63,IgGZ = 
4.8 + 1.24, IgG3 = 2.8 + 0.63,IgG4 1.3 + 0.4g/l. Contro1s;IgGl = 
6.56 + 1.87,IgGZ = 2.47 + 0.76, IgG3 = 0.86 ? 0.31,IgG4=0.312 + 
0.22g/l, the differences being significant for IgG2,p<O.O5;IgG3, 
p < 0.01; IgG4,p<O.Oll.Moreover,percentages of IgG3 and IgG4 were 
higher in patients when compared to age-matched controls 
[patients; 1gG3 14.5%,IgG4 7.7%: Controls; 8.6% and 3.6Xrespect- 
ivelyl. After effective immunosuppressive therapy,the total 
concentration of IgG was reduced, but the percentage distribution 
of the subclasses remained altered compared to concrols.[IgGl, 
IgGZ,IgG3,IgG4 being 56,23,11.5 and 9.5% in patients, 63,25,8,6 
& 3.5% In controls]. These data show that children with aCAH have 
an overall absolute increase of IgG subclasses with a preferent- 
ial incremeqt.of IgG3 & IgG4 which is not related to treatment or 
disease actlvlty. 
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Children with aEAH and those with PSC have similarly hkzRd?%els 
of IgG, non organ and liver specific autoantibody & increased 
lymphocyte cytotoxicity to autologous hepatocytes.However,they 
differ in several immunological parameters.0nly in aCAH there is 
decreased T suppressor cell number & function and increased cir- 
culating activated T helper cells,suggesting different mechanisms 
for the emergence of autoimmunity.Antinuclear antibody(ANA) is 
characteristic of both PSC and a sub-group of aCAH.The aim of this 
study was to characterise ANA in these 2 conditions. Using an in- 
direct immunofluorescence technique and monoclonal antibodies to 
IgG subclasses,we have determined the immunoglobulin class and IgG 
subclass of ANA in 5 patients with aCAH[3 female,median age 18yrs, 
range 15-19yrs]& in 8 with PSC[4 female,median age 8.5yrs,range 3- 
14yrsl.Patients with aCAH had titre of ANA between 1:10 & 1:640 & 
in all of them ANA belonged to the IgG class and IgGl subclass. 
In contrast,in children with PSC ANA(titres 1:10-1:2560) were only 
IgG in 6 and IgG and IgM in 2.0f 6 patients with ANA titres of 
more than 1:10,3 expressed ANA in 2 subclasses[IgGl & IgG3 in 2, 
IgGl & IgG4 in 11, and 1 patient expressed ANA in all 4 subclasses. 
These differences in ANA class & subclass between aCAH & PSC could 
derive from differences in the nature of the nuclear antigen or 
could indicate that ANA production results from the breakdown of 
different immunoregulatory mechanisms. 
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We have shown that children with aCAH have genLtically 
determined low C4 levels but it is not known whether C4 function 
is also impaired. In the present study we measured haemolytic 
function of C4 and its concentration in 20 children with aCAH(15 
female,median age 13%yrs,range 7-18yrs) and in 19 sex and age 
matched normal controls. C4 function was measured by a radial 
haemolytic assay,using C4 deficient guinea-pig serum, the 
concentration by laser nephelometry. A significant reduction of 
C4 levels was observed in patients [median 0.15g/l,range 0.04- 
0.485 g/l] compared to healthy children [0.263g/1, 
0.153-0.520g/l,p < 0.0021 confirming our previous data. C4 
function in 16 normal children was 50% (25-100%) but in 3 was 
very low (4%, 4%,12%). In patients C4 function was 12%(0-67%), 
significantly reduced when compared to all controls.(41.5%, 
4-100%,p< 0.001). There was no significant correlation between 
function and concentration values. Such discrepancy between 
function and concentration could be explained by the marked 
genetic polymorphism of C4. These data show that C4 function is 
impaired in aCAH. C4 has a key role in virus neutralization and 
impairment of its function might enable a virus to initiate the 
autoimmune process leading to CAH. 
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By us ing  " i n  s i t u "  h y b r i d i z a t i o n  methodology we have examined 
lymphocytes from p e r i p h e r a l  b l ood  from HBsAg p o s i t i v e  and nega- 
t i v e  p a t i e n t s  f o r  t h e  presence o f  HBV RNA. Mononuclear c e l l s  
p repa ra t i ons  were h y b r i d i z e d  w i t h  a  535 o r  H3 l a b e l e d  HBV spec i -  
f i c  DNA probe and exposed t o  au to rad iog raph i c  emulsion. 

42 sub jec t s  were s tud ied  (25 c h i l d r e n ,  17 a d u l t s ) .  HBV RNA was 
present  i n  t h e  lymphocytes o f  10/17 HBsAg+ HBeAg+, 8/18 HBsAg+ 
HBeAg-, 1/3 anti-HBs+ p a t i e n t s ,  0/4 c o n t r o l  sub jec t s .  The f r e -  
quency of l a b e l l e d  c e l l s  v a r i e d  f rom one p a t i e n t  t o  another  from 
1 t o  10 %. 

There i s  no d i f f e r e n c e  between c h i l d r e n  and a d u l t  popu la t ions,  
and no c o r r e l a t i o n  e i t h e r  t h e  t ype  o f  l i v e r  d isease o r  presence 
o f  HBV DNA i n  t h e  serum. These r e s u l t s  demonstrate t he  presence 
o f  v i r a l  RNA I n  mononuclear c e l l s  and i n d i c a t e  t h a t  t he  DNA 
detec ted so f a r  i n  human mononuclear c e l l s  i s  t r a n s c r i p t i o n n a l l y  
ac t i ve .  
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berum 66T a c t i v i t y  was assayed a t  diagnosis  in  18b consecutive cho l e s ta t i c  in fan t s  aged i 2  
nonths or l e s s  fol loved for  a t  l e a s t  1 year or untri death. In 151 tb i l i ary  a t re s ia  113, 
other extrahepatic obstructions 10, syndronic paucity of b i l e  ducts  14, alpha-i-antitrypsln 
de f i c i ency  a ,  other intrahepatic  cha i e s ta s i s  of "own origln 141 c h o l e s t a s i s  could be 
c la s s i ' l ed . ln  one of the known ca tegor i e s  and serua 66T was raised in  a i i  !5-b5 n NI but I 
with post-henolytic  conjugated hyperbii irubineaia in  who@ Jaundice cleared u l th in  few 
months. in the i9 other,  with intrahepatlc  c h o l e s t a s i s  of unknown or lg in ,  r e s u l t s  of serum 
661 al loned t o  separate ? groups: 17 in fan t s  with high 6GT !?-I;.? x Ni and 12 with normal 
6S i . In  a i l  but 1 in  the f i r s t  group jaundice resolved and r e s u l t s  of c l i n i c a l  and laborator] 
investigation were normal at l a s t  control i i -42  nonths l a t e r .  In a i l  the children of the 
group 2 jaundice, pruritus and hepatosplenosegaiy persisted:  b died o i  l i v e r  f a i l u r e  and 3 
others had a s c l t i s  and prothrombin t i a e  ; 411. Repated l i v e r  b iops i e s  in  5 others showed 
progression o i  t ibros i s ;  1 ch i ld  u i th  l i v e r  t a i l u r e  underuent a successful  l i v e r  
transplantatian.Thrs group of cho l e s ta t i c  Infants  wlth normal serun 6ST was further 
characterized a s  fol lows:  parents were re la t ed  in  b instances and b in fan t s  had a s ib l ing  
n i th  a s imilar d i s ease .  %run G6i remained noreal througth the foi low up period except in I 
i n  uh06 a transitory r l s e  mas associated ~ i t h  intrahepatic  i i t h i a s i s  uich cleared 
spontaneously. In conclusions these r e s u l t s  suggest that  in  in fan t s  with cho i e s ta s i s  of 
unknown or ig in ,  perr, istently nornai serun Ganaa6T helps iden t i fy ing  a group w ~ t h  progreasiq 
l i v e r  d i s ease  of poor prognosis which may correspond t o  an hereditary d i s ease  a t in  t o  Gyler 
d ~ s e a s e  and ray thus allow for ear ly  iden t i i i ca t i on  of those pa t i en t s  requiring l i v e r  
trasplantation before patent s i gns  o i  l i ver  f a i l u r e  are present .  
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