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Figure 1aSI (compound 2a)

Figure 1bSI (compound 2c¢)
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Figure 1cSI (compound 2d)

Figure 1a-cSl. Interaction surfaces at 4.5 A between the compound tail and surrounding
RNAP for benzoxazinorifamycins 2a and 2c-d in the same coloring scheme as Figure 2
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Figure 1dSlI. Stereo view of superimposed compounds 2a-2d in Figures 3 and 1a-cSl
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Figure 2SI. *H and *C NMR spectra of 2-aminoresorcinol ethers (7, 11a, 11b) and precursors
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HX-2-51-1 in CDCl3, temp=25C
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HX-2-51-1 in CDCl3, temp=25C

(] L] mi O o = L (=N =)

5] = W P w — = B i ] 2] o o1 g
3 o ' [ [ = =) ™M =l mom

— ™ e P ] = - Lo ] i i (] Hiar Tt

m m ~r un ™ ™M (2N [ m (=] [ B T ¥ » e k=l

= = - = - oA [ w w [T ] TR IsExhs

f]%s{ﬁé_ bl W ffﬁr. Tkt f.f

200 150 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10 ppm

S27



HX-2-51-1 in CDCl3, temp=25C
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HX-2-51-1 in CDCl3, temp=25C
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HX-2-33-1 in CDCl3, temp=25C
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HX-2-28-1 in CDC13
temp=25C
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HX-2-28-1 in CDC13
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Figure 3Sl. 1D- and 2D-NMR spectra for compounds 2b-2d
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Figure 4SI. High resolution mass spectrometry traces for compounds 2b-2d
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Figure 5S1. HPCL traces of benzoxazinorifamycins 2b-2d
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Figure 6SI. Linear plasma mean concentration vs. time profile for analog 2b in (a)

single dose and (b) multiple dose studies
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Figure 7SI. Linear lung tissue mean concentration vs. time profile for analog 2b in a

multiple dose study.
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Table 1S1. *H-NMR chemical shifts of benzoxazinorifamycins

% (ppm)
Proton
atom 2b 2c 2d
H-13 2.05 2.05 2.05
H-14 2.30 2.29 2.28
H-24 1.70 1.7 171
H-26 1.60 1.6 1.61
H-27 3.01 3.02 3.02
H-28 4.98 4.95 4.95
H-29 5.98 5.96 5.97
H-30 2.10 2.10 2.09
H-31 0.77 0.75 0.76
H-33 0.95 0.94 0.94
H-34 0.60 0.63 0.65
H-36 1.79 1.80 1.80
H-37 3.09 3.09 3.10
H-4° 6.92 6.88 6.88
H-5° 7.49 7.48 7.49
H-6’ 6.94 6.93 6.93
H-a 1.13 4.03 4.78
H-b 2.79 2.69
H-c 3.24 251 3.68-3.45
H-d 4.38 251 2.53
H-e 251 2.45
H-f 2.02 1.87
H-g 2.02 1.99
H-h 4.24 4.26
H-2’ 7.54 7.54
H-4 6.97 6.97
H-5 7.04 7.10
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Table 2S1. **C-NMR chemical shifts of benzoxazinorifamycins

d (ppm)
Carbon 2b 2c 2d
atom
C-13 21.0 20.7 20.6
C-14 7.6 75 7.7
C-24 32.7 32.4 32,5
C-26 36.8 36.5 36.4
c-27 78.1 78.1 78.5
C-28 113.0 113.6 113.7
C-29 142.5 142.9 142.0
C-30 20.5 21 20.9
C-31 16.7 16.8 16.8
C-33 10.6 10.8 10.8
C-34 N/A N/A N/A
C-36 22.0 22.4 22.0
C-37 56.5 56.5 56.9
c-4 109.2 108.7 108.6
C-5° 134.1 134 134.2
C-6’ 109.3 107.5 107.7
C-a 11.2 44.7 48.0
C-b 47.6 58.7 N/A
C-c 51.8 53.2 42.3,44.9
C-d 68.1 53.2 52.8
C-e 58.2 58.2
Cf 23.2 22.7
C-g 27.3 27.2
C-h 69.8 69.6
C-2” 137.4 138.0
C-4” 119.1 120.2
C-57 129.2 129.2
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Table 3SI. Log ICses and standard errors of the fits for RLZ (2a) and analogs (2b — 2d) against RNAP

2a (RLZ2) 2b 2¢C 2d

N -1.9407 25282 25103 24916

WT RNAP (-0") (0.048, 1.09) (0.026, 2.29) (0.038, 2.38) 0.066, 1.22)
N 2.4614 25442 25653 2.348

WT RNAP (+o") (0.068, 1.16) (0.038, 1.65) (0.055, 1.51) (0.096, 0.85)
27331 1.2946 0.94796 1.1085

D435V (+o”) (0.038, 2.02) (0.035, 0.95) (0.064, 0.87) (0.046, 0.88)
N 22355 22337 2.6407 2.7592

HA445Y (+0”) (0.069, 0.71) (0.138, 0.41) (0.140, 0.64) (0.180, 0.53)
2.0692 1.2054 25103 2.0881

S450L (+o") (0.157, 0.63) (0.056, 0.81) (0.038, 2.38) (0.069, 0.67)

& The log ICsp values are such that the 1Cs; values will be in uM. Negative log ICs, values reflect ICs, values less than uM
(e.g., in the nM range). Values were fit to a four parameter logistic regression model with the top and bottom limits set at 100
and 0 respectively. ° The average error is ~10 %, which roughly translates to 20-25% in the ICs,. © The average Hill slope is 1.02.
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Table 4S1. Mean relative fluorescence units (RFU)® for RMP (1a) and benzoxazinorifamycins (2a — 2d)

in the hPXR activation assay

Conc. la (RMP) Conc. 2a (RLZ) 2b 2 2d
20 uM 48427 100 pM 35250 11137 10881 11625
10 uM 59067 25 uM 63418 11591 12218 43077
5 uM 61839 6.25 uM 70784 43495 49297 66941
1uM 64852 1.56 uM 73704 68860 60314 68172
0.5 uM 59756 0.39 uM 74950 69532 63570 68936
0.1 uM 63078 0.098 uM 72399 71149 65632 68628

#RFU is a measure of cell viability in the assay. For controls, 1% DMSO = 67021 RFU; Dosing media = 59992 RFU.

S60



