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Supplementary Information

1. Purification of TropB
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Figure S1. SDS-PAGE showing TropB after purification by Ni2+ affinity chromatography and S200 size
exclusion. Lane 1 shows Mw markers (kDa) and lane 2 shows the purified protein (predicted molecular
weight 52 kDa).



2. MALDI analysis of digested TropB

Matched peptides shown in bold red.

1 MPGSLIDTRQ QPL3VGIVGG GIIGVILAAG LVRRGIDVKV FEQARGIREI
51 GAGMAFTANA VRCMEMLDPA IVWALR33GA VPISIGDHQA EARDYLRWVD
101 GYHE3SHRLY QLDAGIRGFE ACRRDQFLEA LVKVLPEGIV ECQERLOKIH
151 EXMETERVTL EFADGTFAHV DCVIGADGIR SRVRQHLPGE D3PYSHFHYS
201 HXFAFRGLIT MENAISALGE DEARTLMMV GPNAHLIHYP VANETMUNIA
251 AFVSDPEEWP DHLSLVGPAT REEAMGYEAN WNPGLRAVLG FMPENIDRWA
301 MFDTYDYPAP FFSRGKICLYV GDAAHAAVPH HGAGACIGIE DALCATVLIA
351 EVEV3STRGKS SIVRNRAIAA AFGSENAVRR VRAQWEVDS3 RRVCDLYQQP
401 EWADPQHRIX AENCFEEIKD RSHKIWHIDY NSMLQEAIEK YRIMGS

Figure S2. MALDI -TOF results. Detected peptides indicated in red.

3. LCMS analysis of substrate selectivity.
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Figure S3. Analytical LC/MS chromatograms and picture of an in vitro assay of TropB with 1-nitroso-24-
dihydroxy-3,6-dimethylbenzene 23 showing the increase of a new peak at Rt = 5.0 min having a molecular
ion mass of m/z 182 [M-H]- and UV absorption A,,,, 274 nm and the colour change upon the formation of
hydroxylation product.
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Figure S4. LC-DAD-MS analysis of TropB in vitro assay with 1-nitro-2 4-dihydroxy-3,6-dimethylbenzene
22.

3: Diode Ar
22901 207 [M-18]H" 1: Scan ES+
263 [M]K* 2.62¢6

9.229¢-1
2 6.0e-1
4061 %
TropB 20et .
. NADPH .
after adding NADPH 247 pm ZRange: 4.178e+2
00 150 200 250 300 350 400

3: Diode Array
00t 220 240 260 280 300 320 340 360 380 400
3.0e+2 OH O
2 20e+2 X /.OH
1.0e+2] 2.85 7.52 o
N Molecular Weight: 224.3
0.0
-0.00 2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00
3: Dnozdg Agrray 209[M]H* 1: Scan ES+
2 1.36e7
D
<
o 10
- 124 139 153 191 304 332 353
TropB e QAR L S e e mz
12,83 Range: 1.999e+2

before adding NADPH

1.5e+2]
3.67
OH

)
2 1.0e+2]
5.0e+1 Molecular Weight: 208.3
245
0.0 Time
2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00 20.00

Figure SS. LCMS analysis of TropB in vitro assay with 1-butanoyl-2 4-dihydroxy-3,6-dimethylbenzene 17
showing the complete consumption of the substrate and formation of hydroxylation product after the addition

of NADPH.
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Figure S6. LC-DAD-MS analysis of TropB in vitro assay with + 1-(2-methylbutanoyl)-2 ,4-dihydroxy-3,6-

dimethylbenzene 18. demonstrating the conversion of only 16% of the substrate to oxidation product after 2
hours incubation.
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Figure S7. LC-DAD-MS analysis of TropB in vitro assay with 1-acetyl-2 ,4-dihydroxy-3,6-dimethylbenzene
15 showing the complete consumption of the substrate and the formation of hydroxylation product after 2

hours from the addition of NADPH.
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Figure S8. LC-DAD-MS analysis of TropB in vitro assay with 1-(6-bromohexanoyl)-2 ,4-dihydroxy-3,6-
dimethylbenzene 19.

210 5 D Sbe 100 193[M-18]H* 1: Scan ES+
1.77e6
4.0e-1
TropB assay NADPH 3: Diode Array
2 hours after adding NADPH 2 47 = 30t o Range: 3.778e+2
< 2.0e-1 °
3.0e+2 0e-
et 31 283 309 333 344 364350
0.0° 220 240 260 280 300 320 340 360 380 400“ m 00 125 150 175 200 225 250 275 300 325 350 375 m/z
?( 2.0e+2 OH O
SN /\OH
1.0e+2 N
5.97 Molecular Weight: 210.2
0.0
2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00 20.00
222 3: Diode Array MIH* 1: Scan ES+
" 286 2642 100, 195[M] 1.80e7
=
< - %
TropB assay ' 3: Diode Array
before adding NADPH :5 Range: 2.037e+2
=& m/z
3.0e+ o OH
2 2.0e+2
2 Oe+ y
1.0e+2 3.66 Molecular Weight: 194.2
0.0¢ Time
-0.00 2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00

Figure S9. LC-DAD-MS analysis of TropB in vitro assay with 1-propionyl -2 ,4-dihydroxy-3,6-
dimethylbenzene 16 showing the complete consumption of the substrate and the formation of hydroxylation
product after 2 hours from the addition of NADPH.
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Figure S10. LC-DAD-MS analysis of TropB in vitro assay with 1-benzoyl-2 4-dihydroxy-3,6-

dimethylbenzene 20 showing the formation of a trace of the hydroxylation product after 2 hours from the
addition of NADPH.

+ 1: Scan ES+
101 341[M]Na 5.79e4

1: Scan ES+

7.45 5.17¢5

S0 OH o

epel,
- ~o So

MW: 318.32

%

al s,
—%.OO 2.00 4.00 6.00 8.00 10.00 12.00 14.00

204 3: Diode Array * tseanese
2.212 10 303 [MJH™ - veeusg,

304 . .
% 325[M]Na

s
126
nmq 205 o33 a7 257 oss  [305 341 366 apg 308
00 220 240 260 280 300 320 340 360 380 400 00 20 210 20 20 30 520 %0 %0 0 400

m/z

TropB assay

> 3: Diode Array
2 hours after adding NADPH 7.53 Range: 3.451e+2

3.0e+2 ~o o oH
2 20e2
< ~o OH
1.08t2 MW: 302
1.23
A Time
-0.00 2.00 4.00 6.00 8.00 10.00 12.00 14.00

Figure S11. LC-DAD-MS analysis of TropB in vitro assay with 1-(2,4-dimethoxybenzoyl)-2 ,4-dihydroxy-

3,6-dimethylbenzene 21 showing the a trace of the hydroxylation product after 2 hours from the addition of
NADPH.



4. Kinetic Data
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Figure S12. Michaelis-Menten plot for 3-methylorcinaldehyde 1 with TropB.
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Figure S13. Michaelis-Menten plot for 1-acetyl-2,4-dihydroxy-3,6-dimethylbenzene 15 with TropB.
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Figure S14. Michaelis-Menten plot for 1-propionyl -2 ,4-dihydroxy-3,6-dimethylbenzene 16.
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Figure S15. Michaelis-Menten plot for 1-butanoyl-24-dihydroxy-3,6-dimethylbenzene 17 with TropB
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Figure S16. Michaelis-Menten plot for 1-nitro-2,4-dihydroxy-3,6-dimethylbenzene 22 with TropB.
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Figure S17. Michaelis-Menten plot for 1-nitroso-2,4-dihydroxy-3,6-dimethylbenzene 23 with TropB.



5. 2D NMR data for 28.
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Figure S18. 'H-"C gc2HMBC spectrum of TropB hydroxylated product for 4-Nitroso-2,5-
dimethylresorcinol (CD;CN, 500 MHz).
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