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Precise data on the incidence o f  lransforming ras oncogenes i n  pedi- 
atric tumors and the correlations wi th the histo-pathological proper- 
ties o f  the tumor are very limitcd. Additionally the presence o f  ras ac- 
t ivation i n  mcdulloblastomas has nol  becn investigated so far. 
Using a combination of  tecniques including specific i n  v i t ro  gene 
amplif ication by polyrncrase chain reaction (PCR) (Sniki R.K..1985) 
and detection o f  single base mutations by sequencc-specific ol igonu- 
cleotides (SSO) (Farr C.J..1988) we studied N-ras activation (mutations 
at codon 12.13 and 61) i n  32 mcdulloblastomas. D N A  was isolated from 5- 
1 0  p m  sections o f  formalin-fixed paraffin-embedded tissue (according 
to Impraim C..1987). 
Mutations were found i n  3 o f  32 examincd mcdulloblastomas. I n  all 
cases only mutations of  the codon 61 were found : the most frequent 
was a C-A  at position 1 (subs~itution o f  a glutamine residue for a 
lysine).A mutation A - T  at position 3 was present i n  the remaining case. 
The main advantage o f  the procedure described are its greatly im-  
proved sensitivity, the increased specd by wich tumor samples can be 
analysed, no longer necessary to use high-M.W D N A  and the possibility 
to use paraffin-cmbedded sections to analyse various and rare tumors 
i n  retrospect. 
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Al l  indlvlduals wl th Hereditary Spherocytosis (H.Sl have spectrin deflclency. 
Recently Coetzer and  coll. have described two patients w l th  a n  apparently 
dominantly inherited HS: red cell membranes were deficient in both spect1-h 
and  ankyrin. Ankyr in  is  a n  extrinsic proteln of the red-cell membrane. 
whlch l inks the cytoskeletal network to the membrane by  f o m n g  a bridge 
between soectrln and the transmembrane anton channel. band 3. W e  have 
studied a i k y r t n  content in 23 normal subjects and ln 30 spectnn deflclent HS 
pallenls Erythrocne Bhosts were sublected to SDS-PACE and the amount of 
ankyr in in <he membrane. expressed as a ratio to the amount In band 3, was 
evaluated by  laser-densitometry scansion of the stained gels. Normal subjects 
showed a n W n l b a n d 3  ratlo ranalne between 0.183 and  0.265. the mean 
value belng 0.217 c 0.028. In 28 out Gf 5 0  HS pallents a n k c / b a n d 3  ratio was 
found ranging between 0.178 and 0.267, the mean value belng 0.213 + 0.026 : 
the dmerence between the two erouvs isn't statlstlcallv sienificative ID > 0.1). 
We found instead a marked derrease (to approldmatel$ h& the control va~ud:  
ankyrin/band3 0.116 and 0.131 ) ln the amounts of ankyr ln present ln two 
Dattents' membrane. Furthermore we observed normal a n M n  and sDectIln 
ievels in the parents of both ch~ ld ren  Slnce the other spectnA deficient f l ~  pa- 
l lents are not  associated wlrh a concomitant decrease of ank \ r in  and  slnce 
ankyr in represents the maJor binding slte of spectrin to the membrane. i t  i s  
possible that  the primary defect in these two patients involves ankyr in and 
that the deficiency of thls proteln leads to a defective binding of spectrin to the 
membrane. 

Prevention o f  nucleot ide deplet ion induced by oxygen 
f ree  rad ica ls  (Om) i n  endo the l ia l  c e l l s  (ECs) 
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Upon reperfusion o f  hypoxic t issue xanthine oxidase (SO) 
metabolizes hypoxanthine (Hx) to xanthine (X) and u r i c  acid 
(Ua), OFR are produced and may cause organ damage. XO 

together v i t h  Hx causes adenine nucleotide deplet ion and death of 
cu l tu red  human umb i l i ca l  vein ECs. We studied the a b i l i t y  of  g lu ta -  
thione (GSH)(5,10,15 mH), superoxide dismutase (SOD)(600 IU), catalase 
(CAT) (600 IU) ,  a l fa - toco fe ro l  (TF) (50 and lOOuH), ascorbic acid 
(C-v i t )  (lOmH), dimethylthiourea (DMTU) (SmH), and dimethylsul fox ide 
(DHSO) (5 mH) t o  prevent nucleot ide depletion. ECs were labeled over- 
n igh t  v i t h  l4C-adenine (100 uM) i n  cu l tu re  v e l l s ,  washed,and incubated 
v i t h  XO (80 mU/ml) and Hx (100 u i l ) , v i th  o r  v i thou t  the study compounds 
f o r  4h. Nucleotides from c e l l  extracts and medium, and breakdown 
products (Hx,X,Ua) from medium vere separated and counted. I n  con t ro l  
c e l l s ,  60-65 % of i n i t i a l  c e l l u l a r  r a d i o a c t i v i t y  (cpm) remain i n  
adenine nucleot ides a f t e r  4 h and 30-35 X appear as Hx, X, and Ua i n  
~sediua. XO v i t h  Hx depletes nucleotides (1-5% o f  cpm i n  c e l l  nuc leo t i -  
des, 60-70 % i n  Hx, X, and Ua). The corresponding d i s t r i b u t i o n s  i n  the 
presence of the study compounds were: GSH 10/12/26 % and 62/52/48 % 
(5/10/15 mH); SOD 15% and 60 X ;  CAT 18 % and 64 %. The res t  o f  the 
cpm vere as nucleotides i n  medium. TF, C-v i t ,  DMSO, and DMTU vere not 
e f fec t i ve .  TF was not p ro tec t i ve  even when present i n  the cu l tu re  
medium f o r  3 days. We conclude that GSH, SOD, and CAT,even though only 
p a r t i a l l y  able to prevent OFR-induced nucleotide depletion, should be 
evaluated i n  the treatment o f  in ischemia-reperfusion damage. 
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The effect of TPN vith intravenous fat ( I V F )  on Lou Density Lipoproteins (LOL) and 
"DL, asserred by gradient gel etecrrophoresls and electron microscopy (En), and apo A 1  

levels war examined in 22 acutely ill ne~borns. B t o d  samples Mere taken xfore IVF, on 

max ima l  I V F  (2.5 g/kg/d) and on fu l l  enteral feedings. Before start of I V F  most infants 
(73%).  ar reen on gge, had a normal HDL subclass distribution vith 2-3 major peaks. 
blhich increased uith 1VF. A p o  A1 levels a l s o  increased uith I V F  and further on enteral 
feedings 173210. 93216. 12699 gldl). In contrart t o  this group, the rminlng 2T% of 
the infants shoved an abnormal HDL subclass distribution v i t h  very l i t t l e  material 
within but Large HDL particles outside the normal HDL region, a profile very similar of 
Lecithin:CholesteroI-acyltransferaSe (LCAT) deficiency. T h i s  Mas associated vith dis- 
coidal particles on En and very low a p  A 1  132*11g/dO. The abnormal HDL profile 
'qroved with I V F ,  the discoidal particles diminished and apo A1  rose significantly 
r59219, 100t30 g/dl), as did LCAT mass (1.2. 1.6, 2.6plml). In opposite to these 
Ltriking changes, LDL distribution did not change vith I V F  o r  enteral nutrition i n  the 
individual patient, nor was there a profound difference betueen the infants. 
Conclusion: TPE/IVF improves HDL morphology, probably by stirmlering increased liver 
bynthe~i~ of apo A1  and LCAT,  uhereas LOL subclass distribution 1s not influenced. 

R E C O M B I N A N T  H U M A N  ERYTHROPOIETIN (rhEPO) F O R  
PREVENTION O F  ANAEMIAS OF PRFMATIIRITV. A RAN. - . . . . . . - - . . . . - . . . . . . - . . . . . . . . . . . . , . 
D O M I Z E D  MULTICENTRE TRIAL. Michael  Obladen,  Rolf 
Maier, Ludwig  Grauel, Zuzana  Herrmann,Barbara Holland, 63 Fr ieda Houghton ,  Gerhard  Jorch,  Otw in  Linderkamp,Paul 
Scigalla, Char les Wardrop.  Department o f  Neonatology,  
Univ.-Children's Hospita1,Berlin-West,Germany (coordinat ing 

Berlin-DDR,Berlin-West,Cardiff,Glasqow.Heidelbera.Mannheim.Munster). 
W e  invest igated whether  prevenGt ive t rea tmenrw i th  r h ~ ~ 0 . i ~  sa fe  ahd 

reduces  the  n e e d  fo r  t ransfusion in pre te rm infants. 8 4  infants o f  28 t o  
3 1  +6 w e e k s  gestat ion were  stratified for  artificial (vent,n=41) and spon ta -  
nous venti lation (spont,n=43) and were  randomized  t o  a rhEPO- (n=39) 
and a con t ro l -g roup  (n=45). rhEPO, 30 U/kg was given s.c. every 3 r d  day 
f r o m  day 4 unt i l  d a y  25. Infacts received 2 mg iron p e r  d a y  f r o m  d a y  14. 
Indicat ions fo r  t ransfusion w e r e  clearly defined. No increase o f  mortality, 
necrot is ing enterocolit is o r  patent  duc tus  arteriosus w a s  observed  in the  
rhEPO-group.  S e r u m  ferritin rema ined  normal in b o t h  groups.  Reticu- 
locytes were  3.0% in t h e  rhEPO- vs. 2.0% in the  c o n t r o l - g r o w  on day 25. 

cumu la ted  blood sampled  r e d  cells t ransfused 
day 1-25 (ml/kg;mean c SD) (ml /kg;meanc SD) 

r h E P O  contro l  rhEPO con t ro l  
All 22.0c14.6 22 .7c11 .7  11.8c14.4 15 .1c17 .5  
Ven t  28.1 217.1 26.3211.5 17 .2 r16 .8  19.7c19.8 
S p o n t  15 .7k7 .4  19 .6c11 .2  6.1 28 .6  1 1 . 3 c 1 4 . 8  

Conclusion: rhEPO, 30 U/kg administered every th i rd day had no adverse  
effects, i nc reased  ret iculocyte format ion slightly, but did n o t  effectively re-  
d u c e  the  p re te rm infants' n e e d  for  transfusion. 
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