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COMPLETE SPECIFICATION

A method of preparing Ribosides of Nucleic Acid Bases

We, SroFA, SPOJENE FARMACEUTICKE

Zavopy, NARODNI PODNIR, a Czechoslovakian

corporation of No. 1la, Husinecka, Prague

XY, Czechoslovakia, do hereby declare the

5 invention, for which we pray that a patent

may be granted to us, and the method by

which it i1s to be performed, to be particu-

larly described in and by the following state-

ment;—

~ 10 This invention relates to a method of pre-
' paring ribosides of nucleic acid: bases.

Ribosides of nucleic acid bases, such as

riboside of 6-azauracil and of its 6-substituted

derivatives possess valuable cancerostatic and

bacteriostatic properties. Some of them also

show antileukemic activity.

The present invention has for its object

" a biochemical synthesis of ribosides of

nucleic acid bases. According to the inven-

tion, the base of ‘a nucleic acid or a deriva-

Itj—ve of such base, particularly 6-azauracil, is

2

fexposed t0 a fermemtifig sacchari
ing culture of EBscherichic coli and the pro-
SR duct is isolated by adsorption on charcoal
.,[a,(/,,,,ZS or on another adsorptive material.
©© © " The process may be easily carried out in
. - the usual equipment of the fermentation
" industry. The process is very simple and may
.. be analytically controlled without difficulties.
30... The yields, computed on the base of
X~ nuclejc acid, are almost quantitative,
U . ExAMPLE. '
£ A7 300 Htres of a cultivating medium are pre-
/) ,,35 pared /in the following manner: 1080 grs.
ko T

of glucose are dissolved in 5 litres of water

« ©  and the sterilized solution is added under

_ 7 aseptic conditions to the main part of an
\\_\ . ,aqueous solution, containing:-——

- .

[Pricé 3s. 6d]

-is then continued for a further 515 hours

_ Grams
Ammonium sulphate - - - 792 40
Sodivm chloride -~ - - ~ 174
Magnesium sulphate " (cryst) -~ 72
Calcium chloride (crysty - - 3
Ferrous sulphate "(cryst) - - 4.5
Dihydrogen potassium orthophos-

phate - - - - - 816
Disodium hydrogen orthophos-

iphiate - - =« - - 8595. ..
This medium is inoculated with one per

cent of inoelufi, consisting of a 24 hours 50

old culture of Escherichiz coli in the same

cultivating mediom. After a cultivation last-

ing 6 hours a sterile solution of 6-azauracil is , -
added in such an amount as to obtain the%mwam
concentration of 7.10—* M. The fer on "’ 55 -

at 37° C. without agitation and aeration.
The medium is then cooled down with water
and the 6-azauracil riboside is adsorbed on L ,
% ;'zsacolumnt%ndfluatedwithando

aqueous per cent ethanol containing one -
per cent of ammonia. The gluete is evapor- bﬁw—l@
ated and the pure product is obtained by re-
crystallization from butanol saturated with
water - or chromatographically by means of a
cellulose column, The yield of 6-azauracil
riboside is over 90 per cent, computed on 6- ' S
igalliraéﬂ. The pure substance melts at 160— o

WHAT WE CLAIM 1S:— 70

1. A method of preparing ribosides of
nucleic acid bases, particularly G-azauracil
riboside, comprising exposing a base of a
nucleic acid to a fermentating-saccharide-con-
taining cultare of Escherichia coli and isolat- 75
ing the product from- the clear medium by
adsorption on an adsorptive material.




10 OCL 1362:_

No. 2305/58. L S
~ Application made in Czechos!ovakra on. Feb 28 I 957 | o
) Complete Specifi fcation Publlshe T RO R B B

. dex at aoccptanoc —Class 2(3), C3A12(A4A: A4B: B2 C6)
' -'Internauonal Classification : —C12d.

COMPLETE SPECIFICATION

A method of preparing Ribosides of Nﬁcleic Acid Bases

We,  SPOFA, SPOJENE =~ FARMACEUTICKE : Grams . =

Zavopy, NARODNI PODNIK, a Czechoslovakian Ammonium sulphate - - - 792 40
corporation of No. 1la, Husinecka, Prague Sodiwny <hloride ~ - - - 174
X1, Czechoslovakia, do hereby declare the Magnesium sulphate " (cryst) - 72

5 invention, for. whxch we pray that a patent Qalcium chloride (cryst) - - 3.
may be gramed ‘to us, and the method by Ferrous sulphate (cryst) -~ - 45
which it is to be performed, to be particu- Dihydrogen potassmm onthophos- 4
larly described in and by the following state- phate - 816

- ment:— Disodium: hydrogen orthophos-

10 This invention relates to a method of pre- iphéte - 8595 .
paring ribosides of nucleic acid bases. This medium is moculated vm’:h one per '_
Ribosides of nucleic acid bases, such as cent of inoceluffi, comsisting of a 24 homs 50
riboside of G-azauracil and of its 6substituted old culture of Escherichia coli in the same
. derivatives possess valuable cancerostatic and cultivating medium. After a cultivation last-
5 bacteriostatic properties, Some of them also ing 6 hours a sterile solution of 6-azauracil is
\ Show antileukemic activity, added in such an amount as to obtain the Zepuniglhor..
| The present invention has for its object concentration of 7.10—* M. The fermamtafion 552" .
~ a biochemical synthesis of ribosides of ‘is then continued for a further 5—15 hours 4
nucleic acid bases. According to the inven~ at 37° C. without agitation and aeration.
20 tion, the base of a nucleic acid or a deriva- The medium is then cooled down with water
Iuve of such base, particularly 6-azauracil, is and the 6-azauracil riboside is adsorbed on

exposed to a fermestifig sacchari charooal in a column and eluated with an 60 -
ing culture of Escherichia coli and the pm- aqueous 50 per cent ethanol conmining one ff -
; duct is isolated by adsorption on charcoal per cent of ammonia. The gluete is evapor- &
‘25 or on another adsorptive material. ated and the pure product is obtained by re-

The process may be easily carried out in crystallization from butanol saturated with .
the usual equipment of the fermentation water or chromatographically by means of a.
industry. The process is very simple and may cellulose columm, The yield of 6-azauracil
_be analytically controlled without difficulties, riboside is over 90 per cent, computed on 6-
= ;The, yields, computed on the base of azauracil. The pure substance melts at 160—
A uclelc amd are almost quantitative, 161° C. .

- WHAT WE CLAIM IS:— 70. .

- . EXAMPLE, 1. A method of preparing ribosides of '
e 300 lmres of a cultivating medium are pre- nucleic acid bases, particularly 6-azauracil
Jpared .in the -following manner: 1080 grs. riboside, comprising exposing a base of a
- of ‘glucose are-dissolved in 5 litres of water nucleic acid to a fermentating saocharide-con- ~ *~

and. sterilized solution is added under taining culture of Escherichia coli and isolat- 75
aseptic: conditions to the main part of an ing the product from- the clear medium by .
aqueous soluuon, contmmng -_— " adsorption on an adsorptive material.

Z

_-'[Pm:i 3s. 6d]

Hllllll MIIH IIIN ﬂlll N llll




2 sz7,441

2. A method of prepanng nbosldw of. _ H D FITZPATRICK 3 :
o ,_nuclem acid- bases according to the example. ~~ . Chartered  Patent -Agei
"~ .3, :Ribosides of nucleic acid bases when M, Hope Street, Glasgow,, C2
) prepared by the methiod. of Claim 1. _ 3, G'rayg Inn Square, “Londo
5 4, Ribosides when prepared by the method :
“of C]mm 2 or 1ts obvxous chemmal eqm— '_
- valents, L

' Leamm ton Spa: Pnnted for Her Majesty Statlonery Oﬁice, by the Courier Press —-1960- o
Pubhshed at-The Patent Oﬂice, 25 Southampton Buildings, London, WwW.C2, from which copies may be :

.Actlag for COmptroller..

2 5 JUL 1961 _
. p-ton 5u1la1ngs LONDON, .W‘

-The. Patent Offlce, 25, Se




