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OOgoo7  Characterization of pyridoxal 4-dehydrogenase from Aureobacterium
luteolum involved in pyridoxine degradation.
o Yanee Trongpanich, Yasuo Kaneda, Kouhei Ohnishi,* and Toshiharu Yagi
ogoooooooooo*xoooo

Pyridoxal 4-dehydrogenase (PLDH, EC 1.1.107) from Aureobacterium =Microbacterium0 luteoclum,
which can use pyridoxine as the carbon and nitrogen source, was purified and characterized. The
enzyme catalyzes the irreversible oxidation of pyridoxal to 4-pyridoxolactone with NAD". The native
protein was estimated to be 80 kDa by gel filtration chromatography. The purified enzyme migrated as
a single band with a molecular mass of 38 kDa on SDS-PAGE, and had a single amino-terminal
sequence, indicating that the enzyme is a dimeric protein. The optimum pH and temperature of PLDH
was 8.0 and 3000, respectively. The Km values for pyridoxal and NAD" were about 0.473 = 0.109 mM
and 0.140 + 0.008mM, respectively. PLDH could use NADP" (Km, 1.411 + 0.215 mM) as a coenzyme.
Among various synthetic and natural aldehydes and natural vitamin B-6 compounds, the enzyme only
oxidized pyridoxal sufficiently: pyridine 4-aldehyde, pyridine 3-aldehyde, and pyridine 2-aldehyde
were oxidized very slowly. Internal amino acid sequences determined with V8-peptides showed fairly
high identity with aldose dehydrogenase(EC1.1.1.122) and putative oxidoreductases of Rhizobiaceae
group.
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000012 Manual Evaluation for the Identification and the Rough Dose Estimation of Frozen
Chicken Meat Irradiated with ®Co-y -ray using by the Modified DNA Comet Assay

o Jae Ho Woon, Makota Nakauma*, Yoshiyuki Murata **, Mikiro Tada*

National Veterinary Research and Quarantine Service, Ministry of Agriculture and Forestry,

Korea *Graduate school of Natural Science and Technology, Okayama University, **Faculty

of Agriculture, Okayama University
Objectives: This research describes the manual evaluation for the modified DNA comet assay as a
screening detection method and rough dose estimation for irradiated chicken meat.
Methods: 45 samples of frozen chicken wing except for 15 control samples were irradiated with “Co-
y -ray. The cell suspensions at 1x 10°cells/ml isolated from tested sample were mixed with molten
LMP-agarose. The mixture was evenly spread and cast on the comet slide. Lysis was then made in
prechilled lysis solution with 10% DMSO for 30 min. After horizontal electrophoresis with TBE at 1
V/cm for 20 min, comet slide was stained with SYBR® Green. We measured the comet lengths using by
epifluorescence microscope, and experimental results were statistically analyzed by Excel software.
Results: We completely succeeded in identifying the tested samples either irradiated or not, and rough
dose estimation was also successful (accurate rate: 95%). The results from the ratio of comet tail to
head was statistically the most reliable (R2=0.82, P<0.001). It is concluded that the manual evalua-
tion for the modified comet assay can be useful method as a screening detection and rough dose esti-
mation for irradiated meat without image analyzer.
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