
ne b ro th  in the log phase and resuspended in buffer (pH 6.9) at 
~ttering. 
.'he induction spec t rum has a sharp  peak at  265 nl/z, falling 
dl inact ivat ion peak is broader  wi th  a slight shoulder  at  2~ 
te nucleic acid chromophores ,  while the  cell inact ivat ion 
• ement  also (cf. LOOFBOUROWS). Neither  action spec t rum folio 
~ss-section below 240 m/~, wi th  vir tual ly  no cell inactivati, 
?tion in per ipheral  regions which are no t  involved wi th  indue 
nore energy is needed to induce than  inact ivate  m a y  indic~ 
appor t  phage growth.  This has  a l ready been demons t ra ted  t 

shows tha t  the  inducible subs tance  is no t  identical wi th  
ra t ion.  Thus  induct ion may  involve the act ivat ion or ina~ 
lg system,  or the direct act ivat ion of provirus.  

?he au tho r  wishes to t hank  Dr. R. APPLEYARD and Mr. DAL 
ology, for their  generous supply  of bacterial  strains.  
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;F F R E E  THIAMINE PYROPHOSPHATE IN THE 

~CTION OF RAT LIVER HOMOGENATE* 

ological Chemistry, The University, Utrecht (Netherlands) 

s repor ted t h a t  centrifugally prepared  mitochondrial  and solul 
:e = conta ined practical ly equal  p ropor t ions  of the  cellular thiami 
ear fract ions and the  microsomes were essentially free of TPP.  T 
-liver nuclei was  confirmed b y  applying a recently published moth  

• a g ran t  f rom the "Kon ing in  Wilhelmina F o n d s "  (Queen Wilhelmi 

53. Reques t s  for repr ints  should be addressed to Prof. WESTENBRI1 ~ 
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SOLUBLE FRACTIO~ 
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I n  a previous  note  z it was  
fract ions of rat- l iver  homogena te  = 
p y r o p h o s p h a t e  (TPP). The nuclear  
vi r tua l  absence of T P P  f rom rat- l iver  nuc 

* This  work  was  suppor ted  b y  a 
Cancer Fund) .  

** Deceased, November  lO, 1953. 

t ivation of provi rus  4 and fits the curve 
vat ion and m is the mult ipl ici ty of hit. 
~cessarily indicate t h a t  there is more 1 
t to  determine the wavelength  depend, 
(i-e-slD) [1-(i-e-s,D)m]. For tuna te ly  t 
fair approx imat ion  (cf. Fig. i). 

acterial survivors  versus  dose also giw 
K-I2 cells by  a single "h i t "  process ph 
o), where n is the number  of bacterial  
. I ) .  
n in a peptone  med ium to a t i ter  of 2. IC 
ted by  a factor of lO 4 before irradiati( 
rues al iquots were diluted in bro th  and 
ere then  made according to the teeh~ 
n (Fig. 2) is t ha t  of a t i ter  of 8.1. lO s q 

after  four w~ 

off rapidly 
280 m/~ (Fi~ 

curve may  
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and p y r u v a t e  under  the  condit ions used for the  determin 
~d s. i t  can be safely assumed t h a t  by  this  method  only free T] 

were used. The measured contents  of T P P  in y per  ml solu 
L case of the boiled s u p e r n a t a n t  and 1.3, 1.3, 1.6 and 1. 5 in 
:esult is s t rongly  suggestive of the occurrence of T P P  in free 
As a more  direct tes t  for the condit ion of the "soluble"  TP] 
d at + 4 ° C th rough  a prote in- t ight  collodion filter. As the ! 
1re of the residue reduced the  filtration rate  cont inuously,  tl 
tr when only 1.6 to 1.8 ml of the fluid had passed. The cot 
the ul trafi l t rate and the original soluble fraction which w~ 
~sults (Table I) show tha t ,  despite the fact t ha t  all prote in  wa 
Lrger p ropor t ion  of the  T P P  had passed the filter. The loss 

membrane  or to increased decomposi t ion in the thick prote 

AMOUNTS OF THIAMINE PYROPHOSPHATE IN THE SOLUBLE 
BEFORE AND AFTER ULTRAFILTRAT 

these  resul ts  t hus  also show t h a t  a large percentage of the cell~ 
in free condition. I t  seems ulausible to u resume t h a t  within 

I 1.8 I . I  
2 2.1 1. 9 
3 1.8 I . I  

cellular T P P  occurs in the cytoplasn 
plausible to p resume t h a t  within the living cell this form of TI: 

y phospha tase ,  is resynthesized at  an equal rate  by  rephosphoryla t i  

est igations on the metabol i sm and physiological funct ion of thiami 
~BRINK and collaborators.  
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proved to be very sat isfactory f rom a 
on was  found for mouse liver and subc  
content  of T P P  was much  lower in the 
e is ample  reason to assume t h a t  the 1 
no t  been artificially released f rom the 

)y tissue phospha tases  5, it was conside 
d to protein.  The present  invest igation 

by centrifuging a homogenate  of I pal  
ooo × g for 3 ° minutes.  The occurrence 
eparat ions,  could not, in our  opinion, a 
state of the "soluble"  T P P  was obtain 
at was boiled at  p H  3 in order to liberat 
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