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Figure S1. Leaching assay for GtHNL on Celite R-633 (10 U/50 mg Celite R-633). Conditions: Ratio
benzaldehyde : nitromethane, 1:50, 20 mM benzaldehyde in MTBE saturated with 100 mM KPi pH 7, 1
M nitromethane, 20 mM 1,3,5-tri-isopropylbenzene as internal standard (I.S) in MTBE saturated with
100 mM KPi pH 7 and GtHNL-3V immobilised on 50 mg Celite R-633. The immobilised GtHNL was
freely placed into the glass reaction vial. Reaction volume 1 mL. The reaction was shaken at 1200 rpm
at 30 °C. Continuous line and diamonds is the enzyme catalysed reaction (10 U), dashed line and
diamonds is the reaction where the immobilised enzyme (10 U) was removed after 2 hours. Error bars
correspond to the standard deviation of duplicates (n=2). The yield of (R)-NPE was calculated by the
ratio of (R)-NPE concentration to the initial benzaldehyde concentration.



Table S1: GtHNL- A40H/V42T/Q110H gene sequence

GtHNL-A40H/V42T/Q110H

GtHNL-A40H/V42T/Q110H — Aminoacid

sequence

5'CCATGGAGATTAAACGTGTTGGTTCTCAGACEIKRVGSQASGKGPAD
TTCTGGTAAAGGTCCGGCTGATTGGTTCACTWE TGTVRIDPLFQAPDP

TACTGTTCGTATCGATCCGCTGTTTCAGGC[TBCVAG
TWEHTHPLGQTLIVTAGCG
WAQREGGAVEEIHPGDYV

GGATCCGGCATTAGTAGCTGGTCACTCTACQ
CTTTGAACCGGGTGCTCGTACTGCTTGGCA

HS TTFEPGAR TA

TCATCCGTTAGGTCAGACTCTGATTGTAACTE&WFSPGEKHWHGAAPTT

TGGTTGTGGTTGGGCTCAGCGTGAAGGTGGAGLCT HL A |

HERLDGKAVD

TGTTGAAGAAATTCATCCGGGTGATGTTGTAWGMEHVTDEQYRRA

GTTCTCTCCAGGTGAAAAACACTGGCATGQE
TGCACCAACTACCGCTATGACCCACCTGG(C
CCACGAACGTCTGGATGGTAAAGCTGTTGA
GATGGAACACGTTACTGATGAACAGTACCG
TTAAGCTT -3’

TGC
LTAT
TTG
TCG

Aminoacidsin red show the mutations at positions 40, 42 and 110.




