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DNA transfection of  eukaryotic cells with v i rus  DNA has  usually included the  u s e  o f  either 
calcium phosphate precipitation or DEAE-dextran adsorption. Calcium phosphate has  been in 
common u s e  with a variety o f  herpesviruses  to  create either intratypic or intertypic recombinant 
v iruses  (1, 2). 

In an attempt to  u s e  bovine  herpesvirus  type 2 (BHV-2) a s  a bovine  vector v i rus  (3, 4) n o  infec­
t ious  BHV-2 D N A  w a s  ever  de tec ted  us ing  DEAE-dex t r an  o r  t h e  calc ium p h o s p h a t e  m e t h o d  o n  
any  cell l ine,  wi th  o r  w i thou t  t h e  u s e  o f  e i the r  glycerol o r  d imethy l  su lphox ide  shock  t r e a t m e n t  o f  
t h e  cells. H o w e v e r  u s e  o f  t h e  cat ionic lipid N-[l-(2,3-dioleyloxy) propyl]N, N ,  N- t r imethyl  
a m o n i u m  chlor ide  ( D O T M A ;  Lipofect in)  t h a t  f o r m s  positively charged l iposomes  which  can  inte­
ract wi th  D N A  t o  f o r m  complexes ,  enab led  infec t ious  BHV-2 D N A  f r o m  t w o  d i f fe ren t  s t ra ins  
(BHM-1  o r  C S I R O  290) t o  b e  readily ob ta ined .  BHV-2 D N A  purif ied b y  t h e  m e t h o d  descr ibed 
previously  (3,4) us ing  s o d i m  iod ide  gradients  w i t h o u t  s o d i u m  metab i su lphe te  cen t r i fuged  a t  
43,000 r e v / m i n  f o r  72 h r  f r o m  e i the r  infec ted  BHK-21 o r  M D B K  cells was  infec t ious  in BHK-21 
cells w h e n  a d d e d  with  t h e  cat ionic  lipid. Isolat ion o f  D N A  b y  a n o t h e r  m e t h o d  f o r  extract ing 
herpesvi rus  D N A  descr ibed b y  Pignatt i  et al. (5, 6) d id  n o t  p roduce  infec t ious  D N A  even  wi th  t h e  
u s e  o f  t h e  cat ionic lipid. T h e  concen t ra t ion  o f  t h e  prepared  virus  D N A  was  quan t i t a ted  spec t rop-
hotometr ical ly  by readings  a t  260 n m .  F u r t h e r ,  puri ty  (usually 95 °/o) o f  t h e  BHV-2 D N A  prepara­
t i ons  was  checked  by restr ict ion endonuc l ea se  Sal 1 digest ion a n d  s u b s e q u e n t  agarose  gel elec­
t rophores is  o f  t h e  cleaved BHV-2 D N A ,  a m e t h o d  which  also dis t inguishes  b e t w e e n  t h e  t w o  
BHV-2 strains  u sed  (7). 

Essential ly 3 - 5  x 105 BHK-21 cells in 5 0 n m 2  t i ssue  cu l tu re  p la tes  w e r e  t ransfec ted  wi th  BHV-2  
D N A  5 - 24 h r  a f t e r  seed ing  (in s e r u m  - f r e e  m e d i u m )  wi th  100 f i  1 (4 - 8 /J. g) o f  BHV-2 D N A  p lus  
35 f i  1 (35 f i  g) o f  Lipofect in  (Bethesda  Research  Labora tor ies ;  Mary land  U.S.A.)  a f t e r  f i rs t  add ing  
t h e s e  toge the r  f o r  5 m i n  in a polystyrene t u b e .  T h i s  combina t ion  was  f o u n d  op t imal  a s  lesser 
a m o u n t s  o f  Lipofect in  dramatical ly lowered t h e  a m o u n t  o d  D N A  t ransfec ted  a n d  h igher  a m o u n t s  
damaged  t h e  BHK-21 cells. N e w b o r n  calf s e r u m  was  a d d e d  t o  10% a n d  24 - 48 h r  la ter  t h e  v i rus  
C P E  cou ld  b e  no t iced .  T h e  C P E  could  b e  prevented  by t h e  add ing  50 yUg/ml o f  arabinosyl  t h y m i n e  
(AraT;  1, 2, 8) e i the r  a t  t h e  t i m e  o f  t ransfec t ion  o r  u p  t o  24 h r  la ter ;  t h i s  a m o u n t  o f  A r a T  d id  n o t  
d a m a g e  BHK-21 cells. Usually 10 - 15 PFU/ / /g  BHM-2  D N A  was  achieved o n  BHK-21 cells resu l ­
t ing  in a n  infec t ious  virus  wh ich  can  b e  f u r t h e r  g rown o n  M D B K  cells. W h e t h e r  t ransfec t ion  us ing  
cat ionic l iposomes  is genera l  f o r  all bov ine  herpesv i rus  D N A ,  still d e p e n d s  o n  w h e t h e r  t h e  v i rus  
can  grow in certain cells. 
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