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Table 1. Steady-state kinetic
parameters of wild-type and mutant PAH
for L-tryptophan

Enzyme S W
Wi ld-type 3.44 040  0.12
L101Y 3.54 1.02 0.29
W180F 1.00 0.51 0.51
L101Y-W180F 4.06 2.08 0.51

Hyp

cis-4-Hyp  trans-3-Hyp
cis-4-Hyp
cis-4-Hyp L-
L- cis-4-
L- cis-3-
Pfam:PF05373
L- cis-4-
L_
5mM L- 10 mM 2-
1mM 0.5mM
(1) 50mu (pH7.5)
1ml 25
10
1- -2,4-
_5_|__
cis-4-Hyp
Mesorhizobium loti
mlr6283 Sinorhizobium
meliloti  SMc03253
MIP4H SmP4H L- cis-4-
L_
cis-4-Hyp
2_



Fig 3
o
HOOC/\)LCOOH HOOC " coom

HQ,
N COOH COOH
H

N
o, co, M
Fig. 3. The reaction catalyzed by
L-proline cis-4-hydroxylase.
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Table 2. Summary of cis-4-hydroxy-L-proline
production using recombinant Escherichia coli
cis-4-H Yield?
Host Substrate ) s 1)
E. coli L-Pro, 2-0G° 31 33
E. coli (putd) 1-Pro, 2-0G° 46 83
E. coli L-Pro, Glc 8.6 32
E. coli (putd) L-Pro, Glc 15 42

2 Yield of cis-4-Hyp against the consumed L-proline
b 2-Oxoglutarate
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Table 3. Substrate specificities of
aliphatic amino acid hydroxylases

Substrate CV_3308 glr2602 PSPPH_3986
L-1soleucine + + +
L-Leucine + + +
L-Valine n.d + n.d.
L-Norleucine + + +
L-Norvaline + + +
p-Isoleucine n.d. + n.d.
p-Leucine + + +
p-Valine n.d + n.d.
p-Norleucine + + +
p-Norvaline n.d. + +

n.d.
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