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Supplementary file 4A. Settings for GC and HPLC
GC:
Column: Chirasil-DEX CB column (25 m × 0.25 mm)
Injector temperature: 250°C
Detector temperature: 250°C
Column temperature: 110°C kept for 2 min, 2°C/min increased to 126°C, kept for 5 min, and
then 2°C/min increased to 160°C
Injection volume: 1 μL
Split ratio: 50
Retention times: ketone (8.363 min), (R)-alcohol (12.500 min), (S)-alcohol (12.563 min)

HPLC:
Column: Chiralcel OD-H column (4.6 mm × 250 mm)
Detector wavelength: 254 nm
Mobile phase: n-Heptane/isopropanol (95/5)
Flow rate: 1 mL/min
Injection volume: 10 μL
Retention times: ketone (5.140 min), (R)-alcohol (8.905 min), (S)-alcohol (8.179 min).



Supplementary file 4B. GC chromatograms for ethyl-4-chloro-3-oxobutanoate (COBA)
Order of chromatograms: CTRL – substrate in the buffer, PTDH – substrate with everything except ADH, WT – reaction with ADHA wildtype, M9F – reaction with ADHA M9*, R-CHBE – Ethyl (R)-(+)-4-chloro-3-hydroxybutyrate commercial standard, S-CHBE – Ethyl (S)-(−)-4-chloro-3-hydroxybutyratecommercial standard.
[image: ]


Overlaid GC chromatograms for ethyl-4-chloro-3-oxobutanoate (COBA) – WT (green), M9* (purple), R-CHBE (red) and S-CHBE (blue).
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Supplementary file 4C. HPLC chromatograms for 4-chloroacetophenone (4-CAP)
Order of chromatograms: A – substrate in the buffer, B – substrate with everything except ADH, C – reaction with ADHA wildtype, D – reaction with ADH M9*, E – (R)-1-(4-Chlorophenyl)ethanol standard, F – (S)-1-(4-Chlorophenyl)ethanol standard, G – Racemic 1-(4-Chlorophenyl)ethanol standard.
A – Substrate in the buffer (control)
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B – Substrate with everything except ADH
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C – Reaction with ADHA wildtype
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D – Reaction with ADH M9*
[image: ]



E – (R)-1-(4-Chlorophenyl)ethanol standard
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F – (S)-1-(4-Chlorophenyl)ethanol standard [image: ]


G – Racemic 1-(4-chloro)-phenylethanol standard
[image: ]
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PDACh1 254nm
Peaké|Ret Time | Area Area% | Height | Conc. | Unit | Mark
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2| 8249 34142 25 G2654| 98825
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Total 3i7878] 100,000 33127
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<Peak Table>
PDACN1 254nm
Peak# Ret. Time | Area Height | Conc. | Unit | Mark Name
1 7308 11189 503 0,000
2| 8180 6950 484 0.000
3] 8905 200316 13323 0,000
Total 557455 14310
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<Peak Table>
PDACh1 254nm
Peak# Ret. Time | Area Height Conc. Unit | Mark Name

1| 5124 313366 12083 0,000

2| 8179 207303 13291 0,000

3] 8906 6442 434 0,000

Total 527111 25808
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<Peak Table>
PDACh1 254nm
Peaké|Ret Time | Area Area% | Height | Conc. | Unit | Mark
1] 8175 1ess96 51748 9964 0,000
2| 8899 154418 48254 9628 0.000 v

Total 320014 100,000 19592 0,000( [
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<Peak Table>
PDACh1 254nm
Peak# Ret. Time | Area Height Conc.
1| 5140 8494473 1256928 100,000
Tot 8494473 1256928

Unit | Mark Name
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<Peak Table>
PDACh1 254nm
Peak# Ret. Time | Area Area% Height
1| 5142 10980498 100,000 1408987
Tot 10980498| 100,000 1408987
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<Peak Table>
PDA CN1 254nm
Peak# Ret Tme | Area Area% Height Conc Unit_| Mark
1) 5148 1615 0495 292 0,495
2| 8257 320854 98.377. 33266 98377
3 8992 3678 1,128 357 1128
Total 326147, 100,000 33914





