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Dear Debi: 

F i r s t ,  t o  t a k e  care of your que r i e s .  

I no longer  have t h e  L. Plantarum s t r a i n .  You could g e t  it from David 
Logan (who used t o  be wi th  m e ) :  

Department of Biology 
York Univers i ty  
4700 Keele S t r e e t  
Downsview 463, Ontario,  CANADA 

T e l l  him I t o l d  you t o  write. 

Comments on t h e  lysozyme paper are coming w i t h i n  t h e  week. 
Ramanand’s thesis, from t h e  Universi ty .  

I also have 

Mi l l ipores  enclosed.  They are type  HA--1 hope t h a t  t h a t  i s  c o r r e c t .  

RNA (commercial) which Maharani asked f o r  a l s o  being s e n t .  A l o t  of t h i s  
w i l l  a l so  come out of d i a l y s i s  bag and it should b e  p r e c i p i t a t e d  w i t h  70% 
a lcoho l  and d ia lyzed  b e f o r e  use.  

he phosphocellulose f r a c t i o n a t i o n  must no t  be  t r i e d  u n t i l  a f t e r  t h e  DEAE J” column ( the  f i r s t  DEAE). This  s t e p  g e t s  r i d  of n u c l e i c  a c i d s  and un le s s  
you g e t  r i d  of them t h e  EWPase doesn ’ t  s t i c k  on P -ce l lu lose .  
t h i n g  i s  t h a t  c01um;z must be  e q u i l i b r a t e d  wi th  EDTA, n o t  Mg, o r  aga in ,  
enzyme doesn’ t  s t i c k .  Also, enzyme should be  d i l u t e d ,  p r i o r  t o  a p p l i c a t i o n ,  
i n  enough s t a r t i n g  b u f f e r  t o  complex a l l  t h e  Mg AND t o  lower s a l t  concentra-  
t i o n  t o  0.05 M o r  below (I use conduc t iv i ty  meter). 
i s  procedure, using P -ce l lu lose ,  P11 (Whatman). 

P-Cel lulose regenera ted  by procedure of Bollum, Nethods i n  Enzymology, Volume 
XIIB, page 593. 
f3-m. 

The o the r  

With t h a t  i n  mind he re  

.J 
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Then e q u i l i b r a t e d  wi th  0.05 M T r i s ,  pH 7.8, 1 mly! EDTA, 1 1134 
See Burgess,  JBC &, 6160, 6168 (1969) f o r  easiest way t o  e q u i l i b r a t e .  

ake a column so t h a t  you w i l l  have 6 phosphorolysis  u n i t s  of enzyme p e r  m l  
of resin. Wash. 
Load on column (cold) a t  9-10 m l  per  hour per c m  . 
e q u i l i b r a t i n g  bu f fe r ,  

D i l u t e  enzyme as above s o  t h a t  conc. equals  5 u n i t s  pe r  m l .  
Wash w e l l  wi th  

u n t i l  no more 280 absorbing material comes o u t .  
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Then run  a l i n e a r  g rad ien t  ( t o t a l  volume of t e n  t i m e s  t h e  column volume) 
from 0 N a C l  t o  0 . 3  M N a C l  i n  t h e  e q u i l i b r a t i n g  b u f f e r .  Co l l ec t  i n  tubes  
t h a t  have enough Mg2+ t o  make f i n a l  concent ra t ion  2 mM i n  f r a c t i o n .  The 
enzyme comes out v e r y  d i l u t e :  w e  concent ra te  by u l t r a f i l t r a t i o n ,  bu t  a 
t i n y  D E E  column should do. F i n a l l y ,  we  d i a l y z e  aga ins t  0.01 M T r i s ,  pH 8.2,  
0.2 M N a C 1 ,  1 mM MgC12, 1 mM p-ME, and s t o r e  f rozen .  

I see t h a t  you are having a good t i m e  w i th  t h e  u l t r a c e n t r i f u g e .  I ' m  r e a l l y  
d e l i g h t e d  t o  hear  t h a t  it is  i n  working order .  Also, I t h i n k  t h e  work wi th  
t h e  p r o t e i n s  of t h e  30s subuni t  i s  r e a l l y  promising and should lead t o  
i n t e r e s t i n g  experiments.  A r e  you doing t h i s  w i th  Salmonella ribosomes o r  
E_. c o l i ?  What i s  t h e  explana t ion  f o r  t h e  enhancement of RNase I a c t i v i t y  
by ribosomes i n  absence of Mg2+? 

Randy Holmes has continued t o  pursue t h e  RNase V ques t ion  al though it i s  
g e t t i n g  q u i t e  t ed ious .  W e  have checked out t h e  smallest d e t a i l s  and even 
had e x t r a c t s  from Schless inger  himself t o  t e s t .  We f i n d  t h e  r i g h t  l e v e l  of 
p o l y  U degrading a b i l i t y  but  t h e  a c t i v i t y  has  none of t h e  p r o p e r t i e s  
desc r ibed  f o r  RNase V. 
important  we would have dropped it long ago. Randy has o the r  i n t e r e s t i n g  
t h i n g s  t o  do wi th  T7--including some lysozyme mutants.  I n  any case, t h e r e  
a r e  now a t  least f i v e  papers publ ished on RNase V--one more confusing than  
t h e  next--as  w e l l  as numerous r e fe rences  t o  it i n  o the r  papers .  Many people 
have accepted i t s  ex i s t ence  on v e r y  scanty  evidence. So t h e  no t ion  of 
knocking down i t s  ex i s t ence  i s  a ve ry  s e r i o u s  one. On t h e  one hand it ' s  not  
i n t e r e s t i n g  work, but  on t h e  o the r ,  i t s  important .  W e l l ,  come June you w i l l  
see t h e  d a t a  f o r  your se l f .  

I f  we  d i d n ' t  b e l i e v e  t h a t  t h e  whole t h i n g  w a s  s o  

Now, he re  are t h e  thoughts  of t h e  boss on your t r i p .  You must make your 
d e c i s i o n  i n  nea r  f u t u r e .  The l ab  w i l l  manage without  you-- i t  i s  a sad f a c t  
of l i f e  t h a t  they  always do manage. I n  any case, I must know soon i n  order  
t o  a r range  t h e  money. You know what Government Red Tape i s  l i k e .  Also, you 
must soon r e g i s t e r  f o r  meetings.  I cannot say what t h e  money s i t u a t i o n  w i l l  
b e  l i k e  i f  I a m  not  here  when you come. I w i l l  f i n d  out i f  it t u r n s  out  t o  
b e  necessary .  

Enclosed are more d e t a i l s  on G.R.C. The Nucleic  Acid meeting looks e x c e l l e n t  
f o r  us .  
recal l .  
myse l f ,  and t o  go in s t ead  t o  GRC--Nucleic Acids, a l though it i s  only 2 weeks 

There i s  more enzymology than  any o the r  r ecen t  conference t h a t  I 
I have almost decided no t  t o  go t o  San Franc isco  Biochem. meeting 

b e f o r e  our depar ture .  (F i i c I c ' sd  2 r r c j t c t  k ~ r  .M,:k t : t : t ~ , ~ ~ ~ ~  

T h a t ' s  a l l  f o r  now--we're looking forward t o  your v i s i t .  
g i v e  m e  p l en ty  of t i m e  t o  c o l l e c t  any i t e m s  you r equ i r e .  
m e  know about whether t h e  second y e a r ' s  money came through wi th  no t r o u b l e ,  o r  
n o t .  

Don't f o r g e t  t o  
Also, you never  let  

(Enclosed i s  a n o t e  f o r  Maharani.) 

Yours s i n c e r e l y ,  

Encls .  
MS : peg 

Maxine S inger  


