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Tablel O0O0O0O0O0O0OO0OOOOOOOOOO DDO OO

IPTG Protein conc.

Total activity Specific activity

(mg/ml) ) (U/mg)
E.coli BL21(DE3) / pTYB11 - 6.99 0.190 0.00272
E.coli BL21(DE3) [/ pTYB11 + 4.82 0.122 0.00255
E.coli BL21(DE3) [/ pTED7 - 7.60 81.3 1.09
E.coli BL21(DE3) [/ pTED7 + 3.92 0.793 0.0213
E. coli Rosetta (DE3) / pTYB11 - 6.36 0.110 0.00185
E. coli Rosetta (DE3) / pTYB11 + 4.71 0.152 0.00345
E. coli Rosetta (DE3) / pTED7 - 7.94 59.9 0.820
E. coli Rosetta (DE3) / pTED7 + 2.03 0.668 0.0352
E. coli Rosetta (DE3) / pECDH2 + 4.50 6.84 0.152

IPTG (Isopropyl 1-thio-B -D-galactoside)O] Final concentration was 1.0 mM
1U = umol / min
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Host strain DDO Specific activity = DDO Total activity
(U'mg) (C)
E. coli BL21 (DE3) 1.66 104
E. coli Rosetta (DE3) 2.48 99.3

1Unit = pmol/min
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4. 00O E. coliRosetta (DE3)/pECD5 O0O0ODOODO ChDDO OOO
0000000000000 00 E Tabled 000000000 ChDDO 00O

CO]j Rosetta (DEg)/pECDE) D D D D Total activity Protein  Specific activity Purification Yield
Step ) (mg) (U/mg) (fold) (%)
0O ChDDO DD OO0OOOoooDOn
Crude extract 1210 997 1.21 1 100
oo ooonuooog 10-3_5_‘;/<,‘(NH,,)2304 706 116 6.09 5.03 58.3
precipitate
(D D N D D D D D R 10_35 % D D D Butyl sepharose 464 7.57 61.2 50.5 38.3
SP sepharose 161 1.32 123 101 13.4
D i D D D D D D D D D D D D nd D D Starting material was 14.1 g of wet cell
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1 Purified from E. coli Rosetta (DE3)/pECDS5.
Fig. 11 00O ChDDO 000 pHOOOOOODOOO Fig. 12 00O ChDDO 0D DOODO
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Table4 DDO OO OOOO Table5 0OOOOOOO0OOOO
Relative activity (%) K M keat keatlKim
Substrate Substrate  Enzyme (mM) (U/mg) (s (S1-M1)
(20 mM) Recombinant ChDDO? ChDDO3 D-Asp Recombinant ChDDO? 292+ 023 124 *3.00 826 28300
ChDDO 365+ 012 813 £ 09 544 14900
D-Asp 100 100 D-Glu Recombinant ChDDO? ~ 62.6 + 3.51 230+ 009 200 25.0
D-Glu (0.5)* 0.4 ChDDO 152+ 35 3.04+ 0.06  2.04 13.4
NMDA 15.3 9.4 NMDA Recombinant ChDDO? ~ 85.3 *+24.3 57.2 +16.3  38.1 447
L-Asp - - ChDDO 28.0 = 2.1 158 = 0.8 10.6 378
1 means+SE
L-Glu - - 2 Purified from E. coli Rosetta (DE3)/pECD5.
D-Ala - -
b-Asn . . Table 6 ChDDO 0OO0OODO00OOO
D-GIn - 0.7 Relative activity (%)'
Inhibitor
D-Leu - - (20 mM) Recombinant ChDDO? ChDDO
D-Pro - - Malonate 39.6 46.9
D-Ser ) ) D-Malate 66.8 65.8
D-A meso-Tartrate 95.3 90.6
-Ar - -
9 Benzoate 93.9 93.1
! The activity of ChDDO with D-Asp was 100%. EDTA 110 93.8
2 Purified from E. coli Rosetta (DE3)/pECD5. ]
3 purified from Cryptococcus humicola UJ1. Citrate 96.0 99.4
(Biochim. Biophys. Acta, 1294(1996) 153). " The activity of ChDDO with no inhibitor was 100%.
4Calculated from Table 5. 2 Purified from E. coli Rosetta (DE3)/pECD5.
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