o BT 2R A LA R ERRRE
% 4 # © Nitroblue tetrazolium k& f & & 83 K75
HE %3 1 CNPH-89-04
HATEAIR (88 4F9 A 1 BE8 46 K303
HEHE AR

EHAN FERH

HmE

A nitro blue dervertive:XTT(3’-1-phenylamino-carbonyl-
3,4-tetrazolim- bis-4-methoxy-6-nitro-benzenesulfonic acid
hydrate) was used to react with superoxide generated from the
xanthine xanthineoxidase reaction in plasma. The XXO adduct
product of XXT was known to be adiformazone like substance,
which was a brown color and could be detected by Uv-Vis at 480
nm. A calibration curve was established. This project was currently

done in Chi-Mei Medical Center for advance study.
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XTT, superoxide, difromazone, UV-Vis spectrum.
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Superoxide Dismutases(SODs)1) & —F7kHY metalloproteins, AJ
DAY, hydrogen peroxide J molecular oxygen HIRE, —f2
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XTT(3’-{1-[(phenylamineo)-carbonyl]-3,4-tetrazolium } -bis(4-
methoxy-6-nitro)benzenesulfonic acid hydrate)7f plasma H1%5
xanthine-xanthine oxidase (XO) E4 7 superoxide anion &
POKEEE Z2E formazon Y&, EHA 480nm BIE, EFLETL
IKEEEVIE T DR S 0BT, it S FE T E FAFARGR free
radical 1 SODs 7 iz 53477, [ colorimetric 537 /71 YERENE,
FI LA hple SR BB AT EL S B EE TS LARESD. LR BE5 B
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Superoixide(XXO0),Z 4347 /5 H1FE electron spin resonance ( ESR)3)
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chemiluminescent(CE)4) salicylic acid(SA)3) LR nitroblue
tetrazolium(NTB)6)E2E. 7EBAM B 4347 b 7T LA AR BT S
537, AT ERABSE XXO B BER (7 S B FOTERA L SODs
B sod-like SEIRELE XXO B A BB, (ERERS AN
SODs B sod-like Fi& BB FEHIELH A BEFY VMU EFIZ 5
B, AT EIRAFHE 5 P ESR SR BER i, CE
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f#H 3°-{1-{(phenylamino)-carbonyl-3-4terazolium} -bis(4-
methoxy-6-nitro)benzenesulfonic acid hydrate (XTT)f XO ZJf&
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Chemicals and materials:
B IBEYIEi S EEEE Sigma Co. Ltd., (USA), Wako Chem.

Co. Ltd., Japan B{, E Merck Co. Ltd., German ¥Rk EEE

TR ES hpleBEE Gilson Co. Ltd., USA B [ M#E Kubota



X-200, Kubota Co. Ltd., Japan, xanthine or hypoxanthine(50uM),
xanthine oxidase(0.5 IU/2mL) EDTA(0.3 mM), ferrous sulfate
(0.1mM) , NTB(100uM) k. XTT(100uM)EZEE57A A PBS 18 06

.

XTT {2HERE N FE

1 xanthine oxidase(0.5 IU/2mL) ,EDTA(0.3 mM), ferrous
sulfate(0.1mM)EESE 4 S0ul, DL PBS ZF5FEZ 4000ul, IG43-B040
A xanthine(0, 5, 15, 30,50ul), IZ&FEEZE 5000ul, HFE 0~50nm
HREHES R, FE o RlINA XTT 5% 100ul, SOFE 15 738 L1
amicon filter(cut off: MW. 4000)i535E, SFEVELEAR L UV B hplc
REIE XTT (B UV 480nm AU IKOEE, B intra
day (n=6) [% inter-day(n=6)/&i5 A 0T /T ARTEREE.

XTT FRIMER TS

FRERITARA BTN XTT ¥¥8 100ul ,JFERIT 5000ul £
37 C MEEIREIE 15 43¢5, (2L amicon filter(millipore)(cut
off: MW. 4000)&E [, WAYENEWRLL UV B¢ hple il E

XTT RE7HA UV 480nm B HOEAE.
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fig. 1. The calibration curve of the superoxide free radicals (XO) in
deactive plasma, the chromophore was generated from the specific
reaction of XTT with the generated XO from plasma hypoxanthine
xanthine oxidase reaction to become a diformazone product

(UV max. 480 nm).



Fig. 2. UV-Vis spectrum of the reacted diformazone from the raction

OFf XTT with XXO.
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separation column F[FeE C8 5, phenyl-column.
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