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Dear Inder :  

Many many thanks f o r  sending the cDNA s o  prompfly--- i t  a r r i v e (  
on ly  3 days a f t e r  I spoke wi th  you. Though a l l  t h e  exposures of 
the t h r e e  f i l t e r s  I annealed w i t h  i t  are n o t  y e t  ou t ,  I have comex 
to some t enda t ive  conclusions that  I w i l l  s ha re  wi th  you. 

38 r e v e r t a n t s  were i s o l a t e d  from t h e  EE*X ASV transformed 
r a t  c e l l s  i n f e c t e d  w i t h  Natalie Te ich ' s  s tock  of MuLV ( s a i d  to 
be Moloney, obtained from Jan  Har t l ey  and p~ appa ren t ly  cloned 
f a i r l y  r e c e n t l y ) .  
d i g e s t s  of t h e  s i n g l e  p rov i rus  (ASV). Four have lost t h e  e n t i r e  
ASV prov i rus  and a l l  bu t  seven of t h e  r e s t  have a p e r f e c t l y  normal 
p rov i rus  and are probably noncondi t iona l  XXJXIE: s r c  mutants. This 
acconds wel l  w i th  r e s u l t s  w i t h  r e v e r t a n t s  obtlitmadd from t h e  same 
l i n e  without  MLV in fec t ion - - - a  couple of t hose  MEXE had lost t h e  
p rov i rus  by an unknown mechanism (prob .  chromosome lsss I would guc 
and t h e  res t  had s r c  l e s i o n s  (we could rescue  t d  v i rusk ,  t he  RNA 
was normal, p60 g e n e r a l l y  p re sen t  bu t  k inase  a c t i v k t y  reduced or 
a b s e n t ) .  

The seven i n t e r e s t i n g , o n e s  f a l l  i n t o  t h r e e  groups.  The f i r s t  
was represgnted  by a s i n g l e  r e v e r t a n t  which has  an in se r t ionof  
e a .  5 . 5 ~ 1 0  W r  nea r  t h e  upstream end of t h e  ASV prov i rus .  The inse!  
appears  to annea l  w i th  MLV cDNA, l acks  R I  or Xho s i tes ,  has Bam 
and Bgl I1 s i t e s  i n  p o s i t i o n s  vdhich do n o t  accord wi th  t h e  MoMLV 
clone  1 map. I n  addt ign ,  t h e  l e f t  end of t he  ASV provi rus  ( u p s t r e ;  
end) i s  de le t ed  ( ca .10  da, l tons gone) .  T l G t X X ~ ~  There seem to be 
about 2 or 3 MLV p r o v i r u s e s ' i n  , t h i s  c lone .  The second type was 
i s o l a t e d  t h r e e  times, a l l  presumably t h e  same c e l l  i n  view Bf t h e  
r e s t r i c t i o n  da ta .  T h i s  a l e s  has  an  i n s e r t i o n  of about 5x10 m r ,  bul 
n o t  q u i t e  a t  t h e  upstream end of t h e  ASV prov i rus  (prob  about 500- 
1000 bases from t h e  end) .  The i n s e r t  has s i t e s  f o r  Bam, R I ,  and 
Bgl I1 which d o n ' t  bear  any obvious r e l a t i o n  t o  $he Mo-MLV map, 
bu t  t h e  new fragments db tec t ed  w i t h  ASV appear  to be de tec t ed  w i t h  
MLV cDNA. The only d i f f i c u l t y  i s  t h a t  t h e r e  are a lot of new 
MLV p rov i ruses  (?around 10) and t h e  super impos i t ion  of bands could 
be a coimcidence. So f a r ,  t h e r e  i s  no evidence f o r  a d e l e t i o n  i n  
t h e  ASV a t  the  i n s e r t i o n  s i t e ,  bu t  more mapping i s  i n  progress---  
a couple of hundred bases  could e a s i l y  be gone without  my having 
de tec t ed  the  d e l e t i o n  thus  fa r .  The t h r e e  subclones of t h i s  type 
have very similar i f  no t  identical p a t t e r n s  of fragments seen w i t ? )  
ASV and MlLV probes; hence my b e l i e f  t h a t  theyare  i d e n t i c a l x  specic 
i s o l a t e d  t h r e e  times ( t h e y  a r e  from t h e  same i n f e c t i n n  and from tli 
same p l a t e  a f t e r  BUdR s e l e c t i o n  a g a i n s t  transformed c e l l s ) .  
The th r8d  type f i s  r ep resen ted  by three  c lones .  
unequivocal evidence f o r  a delletion of a t  l e a s t  0 . 4 ~ 1 0  M r  from the  

Thus f a r  I ' v e  screened about 33 with  r e s t r i c t i o r  
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l e f t  end of t h e  ASV prov i rus ,  b u t  thus fa r  khae a l l  t h e  data can 
be accounted f o r  without  invokkng ax&& an i n s e r t i o n .  I n t e r e s t i n g l y ,  
&he t h r e e  have t h e  same ASV p a t t e r n  ( w i t h  t h r e e  engymes) bu t  very 
d i f f e r e n t  ( t o t a l l y  d i f f e r e n t  save f o r  endogenous bands) MLV p a t t e r n s ,  
sugges t ing  that t h e  event  i n i t i a t i n g  reverskon an teda ted  t h e  i n f e e t i o r ,  
I t h i n k  an unusual d e l e t i o n  of about 1.1~10 M r  ( m o s t l y  v i r a l  DNA, 
?some l inked  c e l l  DNA) occurred i n  t h e s e  c e l l s  p r i o r  t o  i n f e c t i o n ,  
and tha t  I then i s o l a t e d  t h e  r e v e r t a n t  t h r e e  t imes,  each cibone 
bear ing  MLV p rov i ruses  a t  d i f f e r e n t  ( i r r e 1 e v a n t ) s i t e s .  But more 
d a t a  i s  pending. 

Needless to say,  we w i l l  need t o  c lone these  oddbal5s to 
underatand them proper ly .  I n  addibmbn, Nancy Quin t r e l f  i s  c u r r e n t l y  
looking a t  t h e  ASV R N A  by Northern t r a n s f e r .  Doubtless I w i l l  soon 
ask for var ious  MLV DNA's t o  l o o k  a t  the  IWBI MLV R N A ' s .  I f  t h e  
3'5' s t r u c t u r e  i s  a promoter a t  e i t h e r  end of t h e  p r o v i r i J s ,  x;i;fxrk9, 
we would expect  to f i n d  R N A ' s  wi th  the  5' sequence of r7j j "Z aiid 
l i nked  ASV swquences, though it i s  poss ib l e  such t r a n s c r i p t s  
a r e  destroyed r a p i d l y  i f  u n s u i t a b l e  f o r  processing ( s p l i c i n g ) .  
We have seen  candida tex  RNA's of t h i s  s o r t  i n  provi ruses  i n s e r t e d  
i n t o  c e l l u l a r  DNA, s i n c e  they  anneal  w i t h  cDNA5' bu t  no t  with 
cDNArep. I am about  t o  610 two a d d i t i o n a l  t h ings :  look f o r  
r eve r sb ion  of tkeseco  
consequence of e x c i s i o  * and to t r y  to re t ransform type I o r  
type I11 by s u p e r i n f e c d c m  w i t h  MLV , hoping to place  a 3 '5 '  
u n i t  a t  a proper p o s i t i o n  to al low express ion  of ASV src. 

whatever might be done c o l l a b o r a t i v e l y  when I r e t u r n  i n  t h e  
f i r s t  or second week i n  J u l y .  

type  t o  the  transformed s t a t e  a s  a 

We'll t a l k  more about t h i s  and how you want to work 

Cheers, 


