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1. NMR and HRMS spectra
1.1. NMR spectra of 1a - 1g
1-Methyl-2H-benzo[d] [1,3] oxazine-2,4(1H)-dione (1a)
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"H NMR (400 MHz, DMS@)8.01 (d.J =
7.7 Hz, 1H), 7.86 ({,= 7.9 Hz, 1H), 7.44
(d,J = 8.4 Hz, 1H), 7.34 (k= 7.6 Hz, 1H),
3.47 (s, 3H).
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147.71 (s), 14218 (s), 137.15 (s), 129.28 (s),
123.54 (s), 114.80 (s), 111.49 (s), 31.63 (s). o) £ ce
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6-Methoxy-1-methyl-2H-benzo[d] [1,3] oxazine-2,4(1H)-dione (1b)
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‘H NMR (400 MHz, DMS@®)7.52 - 7.35
(m, 1H), 3.83 (s, 3H), 3.45 (s, 3H).
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"C NMR (101 MHz, DMS®)158.84 (s),
155.17 (s), 147.52 (s), 136.31 (s), 124.99 (s),
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7-Chloro-1-methyl-2H-benzol[d] [1,3] oxazine-2,4 (1H)-dione (1c)
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8.00 (d,/ = 8.4 Hz, 1H), 7.58 (s,
1H), 7.39 (d/ = 8.3 Hz, 1H), 3.46
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"C NMR (101 MHz, DMS®)158.27 (s),
14339 (s), 141.89 (s), 131.01 (s), 123.64 (),
114.86 (s), 110.59 (s), 31.91 (s).
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1-Methyl-7-nitro-2H-benzo[d][1,3] oxazine-2,4(1H)-dione (1d)
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"H NMR (400 MHz, DMS@®)8.25 (dJ/
= 8.5 Hz, 1H), 8.12 (d= 1.5 Hz, 1H),
8.06 (dd.J = 8.5, 1.8 Hz, 1H), 3.56 (s,
3H).
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152.43 (s), 147.33 (s). 143.06 (s), 131.13 (s),
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6-Chloro-1-methyl-2H-benzo[d] [1,3] oxazine-2,4(1H)-dione (1e)
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'H NMR (400 MHz, D@
8.22 (dJ = 2.4 Hz, 1H), 7.82
(dd,J = 8.9, 2.5 Hz, 1H), 7.36
(s. 1H), 3.68 (s, 3H).

L3 &
g 8 2 2
3 3 g -
‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘
100 95 9.0 8.5 8.0 7.5 70 65 6.0 55 5.0 4.5 4.0 35 3.0 25 2.0 15 1.0 0.5 0.0
f1 (ppm)
Jul22-2019-tkh003 ] ¢ By B 8 o
KKAJ-A27-P1 o 5 5 €K 8 a9 3
G [ I [ Il
/L
r‘q ¢}
3
CNMR (101 MHz, CDEB 157.30 (s), 147.59 (s), 141.17 (s),
140.19.(5), 133.20 (5) 11580 9), 113.42 (). 3217 B c®
140.19) 115.80
H(s) || G(s) D (s) B (s)
157.30]| 147.59 133.20) 113.42
H H — HH
|
‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘
200 190 180 170 160 150 140 130 120 110 % 80 70 60 50 40 30 20 10

100
f1 (ppm)

S6



6-Bromo-1-methyl-2H-benzo[d] [1,3] oxazine-2,4(1H)-dione (1f)
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"H NMR (400 MHz, D@5 8.26 (d./ = 2.3 Hz, 1H),
7.85 (dd,J = 8.8, 2.3 Hz, 1H), 7.08 (& 8.9 Hz, 1H),

3.57 (s, 1H).
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141.17 (s), 140.19 (s), 133.20 (s), 117.06 (s), 115.80 (s),
113.42 (s), 32.17 (s).
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1-Ethyl-2H-benzo[d] [1,3] oxazine-2,4(1H)-dione (19)
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'H NMR (400 MHz, DMS®)8.02 (d,/ = 7.8 Hz, 1H), 7.85 (t,

J=17.9 Hz, 1H), 7.50 (@= 8.5 Hz, 1H), 7.33 @t= 7.6 Hz, 1H),
4.06 (q.J=7.0 Hz, 1H), 1.23 (i= 7.1 Hz, 1H).
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1.2 NMR spectra of 2a and 2b
Ethyl 3-oxohexadecanoate (2a)
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"H NMR (400 MHz, CDQ5 4.19 (q./ = 7.1 Hz, 2H), 3.42
(s, 2H), 2.52 (4 = 7.4 Hz, 2H), 1.65 — 1.52 (m, 3H), 1.24 (s,
20H), 0.89 — 0.85 (wk= 6.6 Hz, 5H).
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(5), 29.17 (s), 26.40 (s), 24.86 (s), 23.63 (s), 22.81
(s), 14.22 (s).
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Ethyl 3-oxododecanoate (2b)
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1.3 NMR and HM spectra of 3a-3j, 4d and 5d
4-Hydroxy-1-methyl-3-tetradecanoylquinolin-2(1H)-one (3a)
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]H NMR (400 MHz, CD¢’b 8.23 (dJ = 6.9 Hz, 1H),
7.72 - 7.66 (m, 1H), 7.30 ¢ds 8.6 Hz, 1H), 7.32 - 7.27
(m, 1H), 3.65 (s, 3H), 3.294t 7.4 Hz, 2H), 1.76 — 1.67
(m, 2H), 1.57 (s, 2H), 1.28 §ds 16.6 Hz, 18H), 0.88.4t,
= 6.8 Hz, 3H).
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“C NMR (101 MHz, CDg'$ 209.71 (s), 174.28 (s), 161.65 (s), 152.68 (),

141.81 (s), 134.90 (s), 126.34 (s), 122.15 (s), 115.84 (s), 114.29 (s), 43.11 (s),
32.08 (s), 29.84 (s), 29.80 (s), 29.72 (s), 29.71 (s), 29.54 (s), 29.51 (s), 29.29
(s), 24.49 (s), 22.84 (s), 14.25 (s).
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Generic Display Report

Analysis Info Acquisition Date  8/19/2019 7:31:14 PM
Analysis Name  D:\Data\Data Service\190819\A16_RB6_01_2960.d
Method nv_pos_6min_profile_wguardcol_190624.m Operator Cu.
Sample Name  A16 Instrument micrOTOF-Q Il
Comment
Intens. +MS, 0.36-0.46min #(21-27)
OH O

430.2319
@f%m
6000+ N0

m/z caled for CpgHasNO3sNa,* [M-H + 2Na]* 430.2329

40001
298.2736
20001
685.4325 8574754
i & L | 1244.7247
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4-Hydroxy-6-methoxy-1-methyl-3-tetradecanoylquinolin-2(1H)-one (3b)
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"H NMR (400 MHz, CDQB 7.62 (d.J = 2.8 Hz, 1H), 7.31
(dd,J =9.2,2.9 Hz, 1H), 7.25 & 13.9 Hz, 1H), 3.90 (s,
3H), 3.64 (s, 3H), 3.31 ¢t= 7.4 Hz, 2H), 1.75 — 1.70 (m, 2H),
1.62 (s, 2H), 1.27 (s, 18H), 0.8/t 6.7 Hz, 3H).
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56.05 - 55.83 (m), 43.33 - 42.96 (m), 32.17 -
31.97 (m), 29.96 — 29.20 (m), 24.58 — 24.31 (m),
22.99 - 22,68 (m), 14.50 - 14.13 (m).
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Generic Display Report

Analysis Info Acquisition Date  8/19/2019 7:24:49 PM
Analysis Name  D:\Data\Data Service\190819\A17_RB5_01_2959.d
Method nv_pos_6min_profile_wguardcol_190624.m Operator CuU.
Sample Name  A17 Instrument micrOTOF-Q Il
Comment
Intens. +MS, 0.36-0.47min #(21-28)
OH O
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N~ 0
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4000+
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2000+
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7-Chloro-4-hydroxy-1-methyl-3-tetradecanoylquinolin-2(1H)-one (3c)
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Hz, 1H), 7.30 (&= 1.2 Hz, 1H), 7.22 (dd=
8.6, 1.5 Hz, 1H), 3.61 (s, 3H), 3.27 (7.4
Hz, 2H), 1.75 - 1.65 (m, 2H), 126 (s, 23H),
0.88 (tJ = 6.8 Hz, 3H).
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24.43 (s), 22.83 (s), 14.24 (s).
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Generic Display Report

Analysis Info Acquisition Date  8/19/2019 8:05:53 PM
Analysis Name  D:\Data\Data Service\190819\A24 RB7_01_2965.d
Method nv_neg_6min_profile_wguardcol_190624.m Operator Cu.
Sample Name  A24 Instrument micrOTOF-Q Il
Comment
Intens. -MS, 0.28-0.37min #(17-22)
1500 418.2148
OH O
cl 'i‘ (o}
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419.2176
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4-Hydroxy-1-methyl-7-nitro-3-tetradecanoylquinolin-2(1H)-one (3d)
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"H NMR (400 MHz, CDQ’h 8.40 (d/ = 8.8 Hz, 1H), 8.17 (d= 1.8 Hz,
1H), 8.05 (dd/ = 8.7, 1.8 Hz, 1H), 3.72 (s, 3H), 3.30 ,7.4 Hz, 2H), 1.71
(d,J=7.3 Hz, 2H), 1.43 — 1.37 (m, 2H), 1.26 (s, 18H), 088 67 Hz, 3H).
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Generic Display Report

Analysis Info Acquisition Date  8/27/2019 9:10:35 PM
Analysis Name  D:\Data\Data Service\190827\A25-P3_RA8_01_3015.d
Method nv_neg_6min_profile_wguardcol_190624.m Operator Cu.
Sample Name  A25-P3 Instrument micrOTOF-Q 11
Comment
Intens. -MS, 0.49-0.74min #(29-44)
x1
1.251 881.4658 OH O
429.2384 m
514.2163 O,N N o
1.001 ‘
m/z calcd for CosHa3N,05” [M-H] 429.2395
0.75
0.50
0.251
599,193 966.4445
140.5067 | | 1333.6970
0.00- - L o IL L 1.].' A : : | L - i -
200 400 600 800 1000 1200 1400 miz
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Ethyl 1-methyl-7-nitro-4-oxo-2-tridecyl-1,4-dihydroquinoline-3-carboxylate (4d)
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"H NMR (400 MHz, CDGB 8.55 (dJ = 8.7 Hz, 1H), 8.45 (s, 1H),
8.13 (dJ = 8.7 Hz, 1H), 4.41 (d= 7.1 Hz, 2H), 3.86 (s, 3H), 2.87 —
2.71 (m, 2H), 1.71 (d= 7.0 Hz, 2H), 1.44 (d= 7.0 Hz, 2H), 1.39 @,
=7.1 Hz, 3H), 1.25 (s, 18H), 0.87¢,6.7 Hz, 3H).
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Generic Display Report

Analysis Info Acquisition Date  8/19/2019 7:18:29 PM
Analysis Name  D:\Data\Data Service\190819\A25-P4_RB4_01_2958.d
Method nv_pos_6min_profile_wguardcol_180624.m Operator Cu.
Sample Name  A25-P4 Instrument micrOTOF-Q Il
Comment
Intens. +MS, 0.14-0.20min #(8-12)
x104 481.2676
1.59
2132342 m/z calcd for CogH3gN,O5Na* [M+H]* 481.2678
939.5477
1.04
0.5
229.1404
1397.8268
0.04 mu-“-«h Addaiid l.. oLl L, 12284842 1 N
200 400 600 800 1000 1200 1400 miz

S20



2-(methylamino)-4-nitrobenzoic acid (5d)

Jun27-2019-tkh007 28 8RR
KKAJ-A18-P3 s
o
OoH
Ny NH

'H NMR (400 MHz, DMS®)7.99 (d./ = 8.6
Hz, 1H), 7.37 (&= 1.7 Hz, 1H), 7.33 - 7.27 (n
1H), 3.46 (s, 1H), 2.91 (s, 3H).
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6-Chloro-4-hydroxy-1-methyl-3-tetradecanoylquinolin-2(1H)-one (3e)
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"H NMR (400 MHz, CD5 8.21 (d/ = 2.4 Hz, 1H),
7.65 (dd,J = 9.0, 2.5 Hz, 1H), 7.29 (= 3.2 Hz, 1H),
3.66 (s, 3H), 3.31 (= 7.4 Hz, 2H), 1.73 (di= 14.9,

7.5 Hz, 2H), 1.64 (s, 2H), 1.42.{¢: 8.8 Hz, 2H), 1.28
(s, 16H), 0.91 (/= 6.8 Hz, 3H).
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Generic Display Report

Analysis Info Acquisition Date  8/19/2019 8:18:49 PM
Analysis Name  D:\Data\Data Service\190819\A28_RB8_01_2967.d
Method nv_neg_6min_profile_wguardcol_190624.m Operator CU.
Sample Name A28 Instrument micrOTOF-Q Il
Comment
Intens. | -MS, 0.52-0.61min #(31-36)
x104
OH O
503.1924
0.81 NS0
\
m/z calcd for Co4H33CINO5™ [M-H] 418.2154
0.6
859.4185
0.4
418.2149
0.2 146.9667
231.9441
0.0 A TR AN \...l 1\ al Ais . N A il
200 400 600 800 1000 1200 1400 miz
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6-Bromo-4-hydroxy-1-methyl-3-tetradecanoylquinolin-2(1H)-one (3f)
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"H NMR (400 MHz, CDQ’5 8.31 (dJ = 2.1
Hz, 1H), 7.74 (dd[= 9.0, 2.3 Hz, 1H), 7.17 @,
=9.0 Hz, 1H), 3.61 (s, 3H), 3.2 7.4 Hz,
2H), 1.70 (dt/ = 14.9, 7.4 Hz, 2H), 1.40 (s, 2H),

1.25 (s, 18H), 0.88 (d;= 6.5 Hz, 3H). }
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22.82 (s), 14.23 (s).
K (s) G (s)
137.54 115.17]
N(s) || M(s) L(s) || I || I(s) | P(s)
173.06|| 161.21 140.61 | 128.63|| 117.29|| 106.28
[] [] [ [] []

H (s)
116.07

j | ' /- J s -y

T T T T T T T T T T T T T T T T T T T T T
230 220 210 200 190 180 170 160 150 140 130 1%0( 1%0 100 90 80 70 60 50 40 30 20 10
1 (ppm

S24



Generic Display Report

Analysis Info Acquisition Date  8/19/2019 8:31:48 PM
Analysis Name  D:\Data\Data Service\190819\A31_RC2_01_2969.d
Method nv_neg_6min_profile_wguardcol_190624.m Operator CuU.
Sample Name  A31 Instrument micrOTOF-Q 1l
Comment
Intens. -MS, 0.45-0.57min #(27-34)
464.1634
6000+
OH O
5000+ |\‘1 o
549.1407
40001 m/z calcd for Co4H33BrNO3™ [M-H]™ 462.1649
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1-Ethyl-4-hydroxy-3-tetradecanoylquinolin-2(1H)-one (3g)
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"H NMR (400 MHz, CDQh 8.24 (ddJ = 8.0, 1.3 Hz, 1H), 7.71 — 7.65 (m, 1H), 7.314&.6 Hz,
1H), 7.23 (d/ = 7.3 Hz, 1H), 4.35 — 4.26 (m, 2H), 333 - 3.27 (m, 2H), 174 @RS Hz, 3H), 1.46 —
1.16 (m, 32H), 0.87 fi= 6.8 Hz, 3H). . , Ve Ve /
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140.88 (s), 134.83 (s), 133.69 (5), 126.53 (s), 123.77 (s), 121.92 (s), "

116.00 (s), 114.14 (s), 105.95 (s), 43.16 (s), 37.22 (s), 32.07 (s). 30.31 \123(57’7
‘

~28.79 (m), 24.41 (s), 22.83 (s), 14.24 (s), 12.94 (s).
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20 174.07| | 161.16 134.83| | 141.92 105.95 48.16/ | 32.p7| p2.83|| 12.94
H [] H H 1 HH H H HH H
P (s) K (s) Ef(m
1B3.69 116,00 2p.59

: . : . : T : : : : :
230 220 210 200 190 180 170 160 150 140 130 1f210( 1)10 100 9 8 70 60 50 40 30 20 10
ppm

S26



BIORESOURCES RESEARCH UNIT

High resolution report

Acquisition Date 6/1/2020 10:30:54 AM

Analysis Name D:\Data\customenTK3g.d

Method NaFormate_pos.m Operator Sutichai Ext: 3560

Sample Name TK3g Instrument micrOTOF Bruker
Calibrate by Sodium Formate

Acquisition Parameter

Source Type ESI lon Polarity Positive Set Nebulizer 0.3 Bar

Focus Not active Set Dry Heater 180 ?C

Scan Begin 100 m/z Set Capillary 4500 V Set Dry Gas 4.0 Vmin

Scan End 2000 m/z Set End Plate Offset  -500 V Set Divert Vaive Source

i

oq W C25H40N103 402.30

10 N

0.51

ol L

m/= caled for CpH, NO, [M+3H]™ 402.3008

380 390 400 410 420
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3-Decanoyl-4-hydroxy-1-methylguinolin-2(1H)-one (3h)
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NMR (500 MHz, 8.24 - 8.15 (m). 7.65 (1= 7.1 Hz):7.23 (dd= 162, 8.1 H), 3.62 (d= 157, /s ¥ /

1.4 Hz), 3.25 (d[= 7.0 Hz), 1.68 (d,= 6.2 H7), 1447 1.13 (b 57.2 Hz), 0.85 (d;= 6.1 Hz).
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121.48 (m), 115.74 (s), 114.28 (s), 105.91 (s), 43.13 (s), 32.02 43 Hz), 29.98 — 29.00 (m), 24.42
(s), 22.60 — 21.85 (m), 14.25 (s).
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174.20| | 161.60 134.90 121.71 105.91
H H H H H HH [}
|
|
| ! |
l ‘ ' ‘ ol
T T T T T T T T T T T T T T T T T T T T T T 1
220 210 200 190 180 170 160 150 140 130 120 f %10 ) 100 90 80 70 60 50 40 30 20 10 0
ppm

S28



BIORESOURCES RESEARCH UNIT

High resolution report

Analysis Name D:\Data\customen\TK 3h.d

Method

NaFormate_pos.m

Sample Name  TK 3h

Acquisition Date 6/1/2020 3:03:32 PM

Operator Sutichai Ext: 3560
Instrument micrOTOF Bruker
Calibrate by Sodium Formate

Acquisition Parameter
Source Type ESI lon Polarity Positive Set Nebulizer 0.3 Bar
Focus Not active Set Dry Heater 1807C
Scan Begin 100 m/z Set Capillary 4500 V Set Dry Gas 4.0 Umin
Scan End 2000 m/iz Set End Plate Offset  -500 V Set Divert Vaive Source
Intens. +MS, 0.0min #2
x105
OCH O
2.01
3741711 =
1.51 ril [e]
1.01 m/= caled for C,H,,NO; [M-H] 328.1913
05
00 353.0920 362.9259 388.1496 394 1323
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6-Chloro-3-decanoyl-4-hydroxy-1-methylquinolin-2(1H)-one (3i)

2019-11-04-5ja003-KKAJ-AS2-PE S 38 SN 59 /R A R 28% 25
%% R S mee 55 0% &3
N N NN VoY
OH (o]
Cl
X
N o]

s [/ //

NMR (500 MHz,3 8.23 - 8.10 (m), 7.66 — 7.56 (m), 7.32 — 7.18 (m), 3.63 (.0 Hz), 3.32 - 3.22
(m), 1.71 (s), 1.34 — 1.21 (m), 0.88/(d,5.9 Hz).
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NMR (126 MHz,§ 209.69 (s), 173.71 — 173.12 (m), 161.25 (s), 140.19 (s), 134.86 (s), 128.01 (s),
125.54 (s), 116.85 (s), 115.88 (s), 106.29 (s), 43.15 (s), 32.04 (s), 29.37(26.4, 2.3 Hz), 24.35 (s),
22.82 (s), 14.26 (s).
L (s) H (s)
134.86 115.88
O (m) N (s) M (s) K (s) I(s) || G(s)
173.41| | 161.25 140.19| | 128.01|| 116.85|| 106.29
H H H H H H HH H
D (dd)
29.57

T T T T T T T T T T T T T
220 210 200 190 180 170 160 150 140 130 120 f (110 ) 100 90 80 70 60 50 40 30 20 10
ppm

S30



BIORESOURCES RESEARCH UNIT

High resolution report

Acquisition Date 6/1/2020 3:14:55 PM
Analysis Name D:\Data\customenTK 3i.d

Method NaFormate_pos.m Operator Sutichai Ext: 3560
Sample Name  TK 3i Instrument micrOTOF Bruker
Calibrate by Sodium Formate
Acquisition Parameter
Source Type ESI lon Polarity Positive Set Nebulizer 0.3 Bar
Focus Not active Set Dry Heater 180 7C
Scan Begin 100 miz Set Capillary 4500 V Set Dry Gas 4.0 Umin
Scan End 2000 m/iz Set End Plate Offset -500V Set Divert Valve Source
Intens. +MS, 0.0min #2
x10:_ OH O
Cl
374.1712 =
4 I\|l (0]
m/z caled for C,H,sCINO,- [M-H] 362.1523
21 362.9271
3929348
R ] 3645400 ) ,l X 381.2075384.1952 3881463 | 3961493
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6-Bromo-3-decanoyl-4-hydroxy-1-methylquinolin-2(1H)-one (3j)
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@ @ NNN NNNKNKR A oo
\ NS NN

OH [o]

Br.

X

r‘\n o HsC

CHs

NMR (500 MHz,3 8.40 (d/ = 15.5 Hz), 7.81 (d;= 8.6 Hz), 7.27 - 7.20 (m), 3.694,15.0 Hz),
333 (dJ="7.4Hz), 1.78 (d,= 5.8 Hz), 1.51 - 1.25 (m), 0.94/(&,6.8 Hz).
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(s), 117.24 (s), 116.09 (s), 115.18 (s), 106.26 (s), 43.14 (s), 32.04 (s), 29552066 Hz), 22.82 (s),
20.92 (s), 14.24 (s).
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BIORESOURCES RESEARCH UNIT

High resolution report

Acquisition Date 6/1/2020 3:26:20 PM
Analysis Name D:\Data\customen\TK 3j.d

Method NaFormate_pos.m Operator Sutichai Ext: 3560
Sample Name TK 3j Instrument micrOTOF Bruker
Calibrate by Sodium Formate
Acquisition Parameter
Source Type ESI lon Polarity Positive Set Nebulizer 0.3 Bar
Focus Not active Set Dry Heater 180 ?2C
Scan Begin 100 m/z Set Capillary 4500V Set Dry Gas 4.0 Vmin
Scan End 2000 m/z Set End Plate Offset -500V Set Divert Valve Source
Intens. +MS, 0.0min #2
x105 408.1335 :
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I*‘J O
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2. Antimicrobial Activity and Structure-Activity Relationship

2.1 The resazurin microdilution assay to determine MICs of the synthesized quinolones

against S. aureus.

The synthesized compounds (3a, 3b, 3c, 3d, 3e, 3f, 3g, 3h, 3i, 3, and 4d) were incubated with
S. aureus (ATCC 6538P) at the final compound concentrations of 1000, 500, 250, 125, 62.5, and 31.25
pg/mL. The 4% DMSO in MHB, 4% DMSO in MHB plus S. aureus, and ciprofloxacin were used as
experimental controls. MIC was defined as a minimum concentration of agents that inhibited the growth
of bacteria observed by remaining blue color of resazurin.

The MICs of compound 3i (*) and 3j (**) were unclear. However, the 3i and 3j seemed to
display partial inhibitory effect against S. aureus at the concentration between 125-1000 pg/mL and
125-500 pg/mL, respectively.

Control
4% DMSO in MHB 4% DMSO in MHB Ciprofloxacin
+ 8. aureus + 8. aureus

1.67

-’g 0.835

)

S

= | 0.4175

S

=

£ | 0.2088

=

3

g

o | 0.1044
0.0522

MIC = 0.835 pg/mL

Figure S1. MIC determination of Ciprofloxacin against S. aureus.
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Compound + 8. aureus
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Concentration (ug/mL)

> 1000

MIC (ug/mL)

Compound + 8. aureus
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Figure S2. MIC determination of 3a—3h against S. aureus.
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Compound + 8. aureus

1000
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250
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62.5

Concentration (ng/mL)

31.25

MIC (pg/mL)

Figure S3. MIC determination of 3i, 3j and 4d against S. aureus.
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2.2 The MBC results of 3i and 3j against S. aureus.
Although 3i and 3j showed inhibitory activity against S. aureus, both compounds failed to kill
the bacteria confirmed by the presence of bacterial colonies on nutrient agar plates.

Compound

3i

125 pg/mL 250 pg/mL 500 pg/mL 1000 pg/mL

125 pg/mL 250 pg/mL 500 pg/mL

Figure S4. MBC determination of 3i and 3j against S. aureus.
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2.3 The resazurin microdilution assay to determine MICs of the synthesized quinolones
against E. coli.
The synthesized compounds (3a, 3b, 3c, 3d, 3e, 3f, 3g, 3h, 3i, 3j, and 4d) were incubated with
E. coli (ATCC 25922) at the final compound concentrations of 1000, 500, 250, 125, 62.5, and 31.25
pg/mL. The 4% DMSO in MHB, 4% DMSO in MHB plus E. coli, and ciprofloxacin were used as
experimental controls. MIC was defined as a minimum concentration of agents that inhibited the
growth of bacteria observed by remaining blue color of resazurin.

Control
4% DMSO in MHB 4% DMSO in MHB Ciprofloxacin
+ E. coli + E. coli
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Figure S5. MIC determination of Ciprofloxacin against E. coli.

S38



Compound + E. coli

1000

500

250

125

62.5

Concentration (ng/mL)

31.25

> 1000 > 1000

MIC (ug/mL)

Compound + E. coli

3e 3f

1000

500

250

125

62.5

Concentration (ug/mL)

31.25

> 1000

MIC (ng/mL)

Figure S6. MIC determination of 3a—3h Ciprofloxacin against E. coli.
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Figure S7. MIC determination of 3i, 3j and 4d against E. coli.
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