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contre, 1t est dépourvu de Cys, Met, Arg, His et dracides aminés aromatiques. lLes
compositions en acides aminés da “NPN-12 ¢, de casdine entivre, du “NPN-rz ;>
de caséine g, de Bq et de Cg sont indiqudes dans le Tableau I.

11 apparait donc que 'action de la présure sur la casdine enticre comme sur la
casdine « libére une substonce dont ta partie peptidique est la méme. Cette partie
peptidique forme environ 60 °, du "NPN-r2z ¢, de cascine enticre et du “NPN-x2 "
Jde caséine a; elle ne forme qu'une proportion plus réduite des fractions By et Cy.
L'étude des composés de la partie non peptidique (sucres, osamines, acide nevramini-
que, cfc. . . ) est en cours, Tept sans doute cette derniere — et non ka partie peptidique
dont la composition en acides aminés semble constante - qui détermine le comporte-
ment chromatographique des diverses fractions.

Apris action du réactif de SanceEr sur le glveopeptide, micun acide aminé N-
terminal n’a pu étre déterming jusgu’™ présent.

Par action de la carboxypeptidase (pH 7.3; 377, présence de diisopropylfluoro-
phosphate) plusicurs acides aminés sont rapidement détachés; mais aprés une action
enzynmque de 4 min seulement, on n'obtient que Val, Ala, ot Thr avec un fort rende-
ment. L’¢tude des peptides de "hvdrolysat tryvpsique {qut est actuellement en cours)
permettri de déterminer exactement Penchainement C-terminal.
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Distribution of methylated purines in cell fractions
from mouse liver and tumour

The occurrence of methyiated purines as minor components of RNA has recently
been reported by a number of workerst-4.3.8,12 In most of these i“m‘ﬁgatiorm,
analyses have been made on RNA from whele tissues or organs, In the work reported
here we have found that the “soluble™ cytoplasmic fraction of mouse liver and of
a mouse mammary adenocarcinoma contains substantially more of these bases than
mitochondrial or microsomal fractions, and also that the seluble cytoplasm RNA
from twimour is richer in these bases than that from liver.

Tumour tissues and livers from tumour-bearing mice were hemogenised in 0.23.M
sucrose — 0.05 M Tris, pH 7.8. After mentrifugation ac 2,000 x g for 5 min, the mito-
chondrial fraction was sedimented by cenirifugation at 10,000 > g (Rmax) for 13 min
in the Spinco model E ultracentrifuge. The microsome fraction was sedimented by

Ahbreviations: RNA, ribonucleic acid; Tris, iris(hydroxymethyllaminomethane; 1MeG,
1-methylgusnine; (Me), G, z-methylamine-6-hvd: xyparine; (Me},G, 2-dimethylamino-6-hydroxy-
purine; zMes, >.methyladenine; (Me)y A, o-meth Jaminopurine; (Me),A\, 6-dimethylaminopurine.
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o Iurmbwer centrilugation at 144,700 - 0 for oo omat, 1 oe soiuble tibonuciesprotein
ang the mitochondriel and microsomal pellets were Tesusnended iy the humogenization
nedinn. then precipitated by the addition of 2 vol, ethanol at pH 4, with the addimion
DONIgRCY, ve eanoI G2, The precipitaies were extracted by o modification of the
Trocedure of MaTTHIWES, We shall present evidence in @ subseauent 1eport 1o show
hat inks procedure removes all nocleoties except thiose thut are components of
TolTuckeonde aeguences. The extracted pellets were Dyvdrolvsed with 2 vV KOH dor
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cerned, vur results with mouse liver are in general agreement with those of SyITH
AND DunN12 for rat liver. The scluble fraction is much richer in the methylated bases
than the microsomes or mitochondria. We have found even higher amounts of these
bases in the seluble fraction from the tumour. A hase such as {Mec),G present as
about 3 %, of the total RNA in the tumour soluble fraction is unlikely to be a con-
tamination, or to be the result of a “‘synthetic accident™ as was suggested as one
possibility by Duny anD SMmrta® for bases occurring in very low amount. However,
at least some of these methylated purines found in mitochondrial and microsomal
RNA fractions may be present because these fractions are contaminated with sinall
amounts of soluble RNA, especially as we have not vet examined carefully washed
mitochondria and microsomes.

Liver was chosen as an easily accessible organ for comparison with tamour, but
a more valid control would be a normal tissue with a cell-division rate comparable
to that of the tumour. Furthermore, we have preliminary evidence suggesting that
the difference between tuimour and liver with respect to the methylated bases is
greatest in young tumour. As the tumour ages, the proportion of methylated bases
appears to decrease, and substantial changes in the ratids of the four maior bases
also oceur. Thus, although the differences between tumour and liver soluble fraction
shown in Table I are substantial, their biological significance remains to be determined.

We wish to thank Dr. J. F. Burron for providing animal material. The tumour
was a spontaneous mammary adenccarcinoma which has been maintained in his
laboratory since July 1957. We also thank Drs. J. D. Syitu and D. B. Dusx for
sending us a manuscript of their paper'? before publication and for donations of

methylated purines. This work was supported in part by a grant from the Rockefeller
Foundation.
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