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of kanamycin B were obtained when 80 gallons minations. were dried to constantfat 170° C. #*
55 " inoculum of S. kamamyceticus (a selected sub- in vacuo.
culture of ATCC 12853 strain) was fermented Calcd. for C, H‘WN,,O11 H,80,: C,37.13; 120
in 800 gallons of an aqueous medium contain- H, 6.58; N, 9.62; S, 5.50; 804, 16 6 A,, _
. ing 4.5%, of sucrose, 2.25%, of soybean meal, neutral eq., 145 6. Tt Coe
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sulphate which was substantially free of kana-
mycin A, as indicated by its bicassay of 732
u./mgm. and its. furfural ultra-violet assay of
45 u./mgm. ’

In another experiment 50 g. of solid kana-
mycin (456 u./mgm. by bioassay; 131
u./mgm., by furfural ultra-violet assay; ratio=
0.287 for the two assays) was dissolved at pH
6 in 2 1. of water and 60 g. of sodium dodecyl~
benzenesulphonate (Ultrawet) was added. The
precipitate was collected, water-washed and
dissolved in methanol and the methanol solu-
tion was acidified with sulphuric acid to pre-
cipitate purified kanamycin B sulphate. After
repetition of ‘this process, there was obtained
9.5 g. of solid kanamycin B sulphate (630
u./mgm. by bioassay; 51 u./mgm. by furfural
ultra-violet assay; ratio=0.081 for the two
assays). . -

Both kanamycin A and kanamycin B were
obtained in pure form by way of counter-
current distribution of the salicylidene deriva-

r gacrcidifed with syighuric agiloleavipe dodepyt
o G AL e,

. tives in the system methanol-water-chloroform-

- benzéne in the ratio by volume of 5:4:2:1.
~“Thus Kanamycin sulphate (10 g.) was dissolved
i in water:and treated with a solution of barium
. hydroxide to convert it to the base by precipi-

tating barium sulphate. The filtrate was then

s shaken with a solution of 8 g. of salicylalde-

155

hyde in n-butanol and the precipitation of the

. Schiff’s base (tetra-salicylidene derivative of

kanamycin) was completed by the addition of
2 N sodium hydroxide. The n-butanol phase
was separated,” combined with additional »-
butanol used to extract the aqueous phase,
washed with aqueous sodium bicarbonate and

-+ distilled in oacuo o leave the SchifPs base as

" -residue

trasahcyhdene dérivative df Kana-
mycin. js;deséribed: and -claimed in British

isolating kapamycin from a fermentation broth

. a8-its tetrasalicylidene derivative are described
: and. . claimed in British Specification No.

823,516.

Patent Specification No. 833,851. Processes for

¢
oviadet psay).XThese sulphdtes arect Othvgirted

Wte
r ve isgolving them

VB e e KA S Y ol e
with a basic gniemtc exchange resin, eg.
“ Amberlite IR—410,” filtering off the resin
and then lIyophilizing the filtrate. These kana-
mycin A and B bases were demonstrated by

"paper-strip chromatography to be free of kana-

mycin B and A, respectively.
In another case, 10 g. of kanamycin (700
-u./mgm. by bioassay; 110 u./mgm. by furfural
ultra-violet assay) was.converted to the salicyli-
dene derivative and put through 300 transfers.
The peak concentration of the tetra-salicyli-

Rf

f

95

dene-kanamycin B was found in tube 63; found -

by analysis after drying at 100° C.: C, 61.95,
62.12; H, 6.02, 5.87%. The tetra-salicylidene-
kanamycin B, which decomposed at 255 to
265° C., was converted to kanamycin B sul-
phate and then to kanamycin B base according
to the previous procedure. The base was then
recrystallized from 95% ethanol (1000 mcg./
mgm. by bioassay; 0 mcg./mgm. by furfural
ultra-violet assay).

Kanamycin B base decomposes at a con-
siderably lower temiperature than kanamycin
A base; thus kanamycin B base darkens at
170° C. (corr.) and forms a dark gum on
drying in vacuo at the boiling point of cymene
(176°C.). Kanamycin B base exhibited [«], +
135° (¢=0.63 in water) and ‘contained by
analysis 44.699% of carbon and 7.489% of
hydrogen and 12.65 to 13.629% of nitrogen
after correction for the 10.3% loss in weight
found on drying a sample at 100° C,

The wavelengths in microns of characteristic
Infra-red absorption maxima for kanamycin
B base, as shown in the accompanying draw-
ing, when pelleted in potassium bromide after
drying. at 137° C. for 15 hours in vacuo are
as follows: . 2.96, 3,44, 6.35, 6.48 (shoulder),
6.74, -6:85 (shoulder), 7.25, 7.45, 7.86, 8.08,
8.28, 8.76, 9.55, 9.65, 10.4 and 11.15. )

About'2 g. of kanamycin B base was treated
with 4 ml. of acetic anhydride in 20 ml. of
methanol. After the mixture had stood over-
night, crystals of product separated. Precipi-
tation was completed by the addition of ether
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acid, pantothenic acid, Xklosed B#u s. Pdfent Specddication®o. 10 -
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poses use is made of salts' of: non OXIC aci: and sa ts thereo ot her - o
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30 Thus many of the early fracuons and par- kanamycnn A from - Fracuon XII was con-_ 35

- tcularly Fraction VI, were kanamycm ‘A base firmed by paper-strip chromatography™ : _
free of ‘kanamycin B. Later’ fractions, and - 'The two forms of" . kanamy¢in - feact™ as
particularly Fracuons XI, XII, XII and XIV, - follows in the mdlcated quahmtlve tests*’
were pure kanamycm B base The absenoe of ' _ o SRS
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‘silver

A %

! amide, sulphacetamide, sulphanilamide, sulpha-
pyridine,  sulphathiszole, sulphapyrazine,
sulphaguanidine, sulphathalidine, sulphasuxi-
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30 sulphanilamide,

oses use is made of salts of non-toxic acids
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other medicaments. such as antihistamines,
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N*-2-(2-quinoxalyl)sulphanilamide), liptropic
agents (particularly methionine, choline, inositol
and beta-sitosterol and mixtures thereof),
stimulants of the central nervous system (e.g.
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(Registered Trade Mark), novobiocin, cyclo-
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tions attack a wider range of organisms or show
synergistic efficacy or provide decreased toxi-
city with equal efficacy), vitamins (e.g. yite~
mins A, A,, B;, B;, B, B,, and members of
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family,; yitamins C, D,, D, and E), hormones
(e.g. cortisone, hydrocortisone, 9 - 2 - fluoro-
cortisone, 9 -« - fluorohydrocortisone, pred-
nisone and prednisolone), anabolic agents
(e.g. 11:17-dihydroxy-9-a-fluoro-17-«-methyl-
4-androsten-3-one; 17-a-ethyl - 19 - nortesto-
sterone). and antifungal agents (e.g. myco-
statin)..
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