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Supplementary Information 

 

1. Purification of TropB 

 

 

 

 

 

 

 

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). 
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2. MALDI analysis of digested TropB 

 

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-2,4-
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 λmax 274 nm and the colour change upon the formation of 
hydroxylation product. 

 



 
Time

-0.00 2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00

AU

0.0

2.0e+1

4.0e+1

-0.00 2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00

AU

0.0

1.0e+1

2.0e+1

3.0e+1

TB-NO2 prep13 3: Diode Array 
Range: 3.161e+14.67

4.27

3.672.86 8.14

NO2 prep10

3: Diode Array 
Range: 5.98e+1

4.36

12.29

nm
220 240 260 280 300 320 340 360 380 400

A
U

0.0

2.0e-2

4.0e-2

6.0e-2

8.0e-2

1.0e-1

3: Diode Array 
1.147e-1210

344

nm
220 240 260 280 300 320 340 360 380 400

A
U

0.0

1.0e-2

2.0e-2

3.0e-2

4.0e-2

5.0e-2
3: Diode Array 

5.015e-2
210

m/z
100 150 200 250 300 350 400 450 500 550 600

%

0

100
2: Scan ES- 

1.61e5
198

170156
199

419296201 268 380308 442 533478 571587

MW= 183.16

N+

OH

O- O

OH

MW= 199.16

N+

O

O- OH

O
OH

[M-H]
-

m/z
100 150 200 250 300 350 400 450 500 550 600

%

0

100
2: Scan ES- 

1.93e6
182

165101
183

473387294250199 336 427 496 597541

[M-H]
-

 

 

Figure S4. LC-DAD-MS analysis of TropB in vitro assay with 1-nitro-2,4-dihydroxy-3,6-dimethylbenzene 
22. 
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Figure S5. 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. 



nm220 240 260 280 300 320 340 360 380 400

A
U

0.0

2.0e-1

4.0e-1

6.0e-1

8.0e-1

1.0

1.2

1.4

3: Diode Array 
1.626

222 290

m/z100 150 200 250 300 350 400 450 500 550 600

%

0

100 1: Scan ES+ 
2.01e7

181

139128 163
182

276259183 241 311 399383317 497440 481 563511 552 579 597

[M]H+

nm220 240 260 280 300 320 340 360 380 400

A
U

0.0

1.0e-1

2.0e-1

3.0e-1

4.0e-1

5.0e-1

6.0e-1 3: Diode Array 
6.127e-1

210

310

m/z100 150 200 250 300 350 400 450 500

%

0

100 1: Scan ES+ 
1.82e6

235
179

122

155

137
159

219

197

180198

415

237
253

260 355333295 415371

431
433

449 491497

[M]H+

[M]Na+

[M]K+

Molecular Weight: 180.2

O OH

OH

Time
-0.00 2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00

A
U

0.0

1.0e+2

2.0e+2

3.0e+2

A
U

3: Diode Array 
Range: 2.453e+2

10.47

3.67

Molecular Weight: 196.2

OH O

O

OH

[M-18]H+

-0.00 2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00
0.0

1.0e+2

2.0e+2

3.0e+2

3: Diode Array 
Range: 4.151e+22.47

2.65

4.70

TropB assay 
before adding NADPH 

TropB assay 
2 hours after adding NADPH 

NADPH

 

 

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. 
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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. 
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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 

 

 

Figure S12. Michaelis-Menten plot for 3-methylorcinaldehyde 1 with TropB. 

 

 

 

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. 

 

 

 

Figure S15. Michaelis-Menten plot for 1-butanoyl-2,4-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. 

 

 

Figure S17. Michaelis-Menten plot for 1-nitroso-2,4-dihydroxy-3,6-dimethylbenzene 23 with TropB. 
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5. 2D NMR data for 28.  

 

Figure S18. 1H-13C gc2HMBC spectrum of TropB hydroxylated product for 4-Nitroso-2,5-
dimethylresorcinol (CD3CN, 500 MHz). 


