Joogdoo L-gdoogdootddood

00 000000000000 =Report of National Food Research Institute
ISSN 03019780
ood oo,d
0,0
oo,00
oo,00
ood oooobooooao
0/0 310
ooooo p. 76-79
ogooo 19760 301
0000 oooddoooooobooooooooooobooa eAe
Tsukuba Business-Academia Cooperation Support Center, Agriculture, Forestry and Fisheries Research Council oI\grinnowledge

Secretariat



76

B RG RIS (FE)
Rep. Nat. Foed. Res. Inst. No. 31.

BRETHELAL LV EBEOXSEHME

2= B -k

WewI .

EEM

Optical Purity of L-Lysine Monohydrochloride Produced by New Enzymatic Method

Makoto Tanma, Kiyoshi Havasui, Sei-ichi Havaxawa and Seiji YosHIKAWA

Contents of p-isomer in r-lysine monohydroch-
loride produced by new enzymatic method and tra-
ditional methed of fermentation were estimated
quantitatively by gas chromatography and ion-
exchangh chromatography as their peptides. On
gas chromatography, N-PFP-lysine isopropylester
was separated to isomers on glass capillary column
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coated with N-TFA-L-Phe-L~Leu cyclohexyl ester.
None of p-isomers was detected by this method.
By ion-exchange chromatography of the peptide as
Ne, e-di-L-Glu-Lys, 0.149 and 0.09% of p-isomer
was detected in r-lysine monohydrochloride pro-
duced by new method and traditional method,
respectively,
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Table 1. Schedule for Coupling in Solid

Phase Synthesis.

Step Reagent Volume Time Repeat
1 CH/LCL 10 ml 2min 4
2 TFA/CH.CL (50%) 15 30 1
3 CH.CL 10 2 3
4 CHCIL 10 2 4
5 Et;N/CHCl:(10%)* 10 1
6 CHCIL 10 2 3
7 CH.CL 10 2 4
8 -BOC-Amino acid**/CH.Cl, 10 1
9 DCCI**/CH.Cl; 120 1

10 CH.Cl. 10 2 3

# Et3sN was used at twenty times molar of amino group
of Lys.

#% t-BOC Amino acid and DCCI was used at three times
molar of amino group of Lys.
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= Measured by Fluram reagent
Measured by ninhydlin reagent

Fig. 1 Elution Pattern of 1-Lysine (New Process)
on SP-Sephadex C-25 Column.

]
o~ Measured by Fruram reagent
Measured by ninhydlin reagent
Fig. 2 Elution Pattern of n-Lysilne (Traditional
process) on SP-Sephadex C-25 Column.
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Fig. 3 Gas Chromatogram of N-PFP-Lys-isop-

ropylester by Glass Capillary Column
(0. 48mm X 30m) Coated with N-TFA-L-LHE-L-Leu-Cyclo-~
hexylester
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Table 2. Analytical Data at Fach Step of
Peptide Synthesis,

12 min

Lysine Lysine by Authentic
by new traditional pr-lysine
process process

Mp. of t-BOC-lysi-

ne dicyclohexyl 131-136°C  131-134C 132-136°C

ammonium salt

The gnantity of mmoles/g

lysine attached 0.0891 0.1194 0.0943

to the resin
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Fig. 4 Chromatogram of Synthesized Peptide
by Amino Acid Anaryzer
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Fig. 5 Chromatogram of Ne,z-di-1-Glu-p,
1-Lysine (Authentic) by Amino Acid Analyzer
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Fig. 6 Chromatogram of Ne,e-di-L-GLu-Lysine
by Awino Acid Analyzer

upper; new process
lower; traditional process
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Table. 3 Estimation of p-and r-Lysine by Ion—

exchange Chromatography as their
Nase-di-L-Glu-Lysine.

Lysine by

Lysine by trabi-
new process tional process
Total absorpion of
Nase-di~L-Glu-p-Lys 0.016 0.008
Totalabsorpion of
Nase~di-LGlu-L-Lys 11.353 9.230
% of 1-Lys 99.86 99.91
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