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We have used high pH anicn-exchange chromatography to analyze low level (below 20 M) a-D-glucose-1-phosphate (G-1-P)
thal can be used as a cylosiatic compound, an antibiotic, and IMMunosuppressive dug. Qur chromatographic method afforded
excellent peak resolutlon and selelvity for glucose-6-phosphate and various maltooligosacchandes as well as G-1-P. The pulsed
ampercmelre delector yielded lnear response on G-1-F ranging from 2 - 20 uM. gving slope of 48x10% (peak area/ uM). The
delection lmit was 2 xM., This methed was applied lo the punfication of themmophilic a-glusan phospharylase from Tharmus
cajdophufus. The technique will be extremely useful in fulure studies conceming carbohydrate metabelism N Iving organisms.
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Table 1. Summary of UV and HPAEC-PAD methods for G-1-P assay

the lowest detection hnearily”  standard” o - o
level () error assay lime reproducibility remarks
UV-method 20 ¢ M 0.0013 £ 05 30 min lowr suitable for concentrate sample
HPAEC-PAD 2 uM 19987 * 001 20 min high suitable for dilute sample

" hnearity was estimated from the standard cwve of 1 M 1o 20 pM of G-1-P

?
¥ standard error was measured at the lowest declection level
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Figure 1. Lineanty (absorbance vs. concentrabon! deterrmined
with glucose 1-phosphate (G-1-F) and NADH (mnsert)
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Figure 2. Effect of glucose 1-phosphate (G-1-P) concentra-
lian on integration area of pealk generated by pulsed ampe-
Tometric detector (PAD).
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Figure 3 High oH amien-exchange chromatograph (HPALC
chromatogram of enzymie reaction mixture after 6h of reaction.
B and ~ means buffer and umdentified peaks, respectively,
Analyses condilions are described in Materials and Methods.
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Table 2. Companson of “C-NMR data {(ppm) of G-1-P
purified with those of authentic sample.

c1 &2 C3 C4 (G5 C6

G-1-P 96532 7472 -
purified 9649 7466 A7 7250 7480 6348
Authentic 9639 7494 . .

GOLP 9633 7479 7504 7254 7203 6350
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