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Abstract; The pyridoxamine-pyruvate aminotransferase was purified from the tobacco leaf by freeze-drying, DEAE
Sepharose Fast Flow ion exchange chromatography, Sephadex G-100 gel filtration and SP Sephadex C-25 ion ex-
change chromatography. The enzymatic activity and properties were investigated with phenyl hydrazine method. The
results showed that 92. 34-fold purification was obtained;the enzyme had an optimum temperature at 70 ‘C and pH at
9 0,and it was stable at pH7. 0—9. 0;the enzyme had good thermal stability which remained about 51. 55% of its activity
after being treated at 80 “C for 3 h;under optimal conditions,the K,, values for pyridoxamine and pyruvate were 6. 337
mmol » L' and 0. 867 mmol « L', The results provided basis for the metabolic mechanism of VB; in tobacco plants.
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Table 1 Purification of PPAT from tobacco
(mg) U (U/mg) %
Purification Total protein Total activity Specific activity Purification times Yield
189. 84 32.82 0.17 1 100
28.05 34. 80 1.24 7.17 14.78
DEAE Sepharose F. F 6. 86 27.58 4.02 23.27 3.61
Sephadex G-100 2.08 22.81 10. 99 63.56 1.09
SP Sephadex C-25 0.98 15.70 15. 96 92. 34 0.52
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Table 2 Effects of some chemical reagents on the activity
of the purified PPAT from the tobacco

Reagent OD,;,nm ( )
-+ 0.18040.001
+PLP(10 ymol « L") 0.183+0.0015
+PMP(10 pmol « L) 0.18270. 0055
+ (10 mmol « L") 0.18240.006
+ (1 mmol « L") 0.18940.001
+ (1 mmol « L") 0.177=+0. 0025

3 PPAT PMP

Table 3 Reaction of the tobacco PPAT
between PMP and pyruvate

OD,,, nm OD,;, nm
Treatment ( ) ( )
E+ 0.00540. 001 0.00540. 001
E+PMP 0.02440.003 0.01840. 001
PMP+ 0.06640.001 0.05240.001
E+PMP+ 0.09140. 003 0.06640. 002
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