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Table S1. Cell viability and LPS induced NO release in BV2 cells treated with
compounds at concentrations of 5, 25 and 50 uM. “

Cell viability (%) [nitrite]” (uM)
Compd. 5 uM 25 pM 50 pM S5uM 25 pM 50 pM
1 105+1 106+2 103 +3 4.19+0.40 5.61 £0.40 5.11+£0.40
2 109+4 107+3 110+ 4 528 £0.23 4.25+0.20 4.53 +£0.20
3 105+3 90+3 50 £ 3wk 3.52+0.15 2.33+£0.30*** N.D.
4 107 £7 68 £3*** 30 4 [*** 4.05+0.37 2.71 £ 0.45**  N.D.
5 100 +£4 68 £ 3%** 34 4 3x*k 3.24 +£0.12% 2.64 +0.04**  N.D.
6 101 £7 55 &£ 2%%* DR D¥*xk* 3.16 £0.18* 2.52+0.10%*  N.D.
7 1185 115+4 93+5 4.80+0.17 2.92+0.22%*  3.04+0.11*
8 114+3 120+4 99 + 4 3.71+£1.45 3.52£0.25 3.03+£0.18
9 105+5 115+3 120+ 3 4.13+0.98 4.36 +0.33 3.71+£0.40
10 102+2 97+2 80+3 227+ 0.17%% 170 £ 0.15%*** 1.60 + 0.14****
11 100+2 100+3 90£2 549+0.52 4.24 +0.60 3.00 £ Q.43 %%
12 90 +£3 92+4 84+3 4.11+0.12 2.60 +0.12%*  1.60 + 0.05%****
13 105+2 110+2 1142 391+£0.13 3.30+0.20 2.50+0.21*
14 108+2 92+1 85+3 4.43 +0.30 4.71+0.24 4.05+0.34
15 106+1 100+2 102+ 1 4.00+0.20 3.65+0.13 3.31+0.13
16 97 +£2 85 + 3% 80 + 2% 6.72 £ 0.81 7.00 £ 1.00 5.84+£0.43
17 100£2 67 £ 1*¥* 24 4 3**** 2.65+0.30%** 1.16+0.12%*** N.D.
18 100 +3 824 3** 2] 4 2¥xkx 3.60 +0.30 1.53 + 0.30**** N.D.
19 100+2 85+ 2% 65 £ 2¥** 3.90+0.23 1.60 = 0.07**** N.D.
20 100+1 106+2 93 +2 274 £ 0.12%** 1,45 £ 0.12%*** 120 £ (0.20%***
21 113+4  110+3 100+ 2 472 +0.21 4.41+0.30 4.73 £0.53*
22 100+2 106 +3 85+ 1 3.67+0.30 2.55+0.30%** 1.70 + 0.15%**
23 95+4 83+ 3** 70+ 3** 10.71 +£0.74*  11.10+0.30*  N.D.

“ Data are presented as the mean value = SEM of at least three independent experiments performed in
triplicate. Cells were pretreated for 1 h with isatin derivatives (5, 25 or 50 puM) or vehicle (0.025%
DMSO) followed by LPS stimulation (1 pg/mL) and incubation for 24 h at 37 °C. "NO production was
determined by Griess test. “N.D. not determined due to low cell viability. LPS stimulated cells treated
with vehicle viability was 100 = 3 % and [nitrite] = 4.52 + 0.12 uM. *p < 0.05, **p < 0.01, ***p <
0.001, ****p <(0.0001 compared to LPS-stimulated cells treated with vehicle.



Table S2. IL-6 and TNF-a release by LPS-activated BV2 cells treated with non
cytotoxic isatin derivatives.”

Treatment compound [IL-6] (pg/mL)" [TNF-a] (pg/mL)"
Control® 260 + 28#*#* 206 + 22%*
LPS 2772 £ 521 728 + 60
1 4504 + 1591 514+ 110
3 2197 £ 980 274 + 63*
10 1146 + 182* 394 £ 25%
11 3307 = 1139 541 £ 162
12 2362 + 872 580 + 83
13 2333 +343 713 +£123
14 4121 +939 887 £120
15 2406 + 438 781 + 62
20 1121 +374* 391 + 34*
21 4148 + 1040 946 + 135
22 2018 + 193 704 + 21

* Data are presented as the mean value + SEM of at least three independent experiments performed in
triplicate. Cells were pretreated for 1 h with isatin derivatives (25 uM) or vehicle (0.025% DMSO)
followed by LPS stimulation (1 pg/mL) and incubation for 24 h at 37 °C. IL-6 and TNF-a production
were determined by microfluidic ELISA equipment ELLA. “Cells treated with vehicle without LPS-
stimulation. *p < 0.05, **p < 0.01, ****p < 0.0001 compared to LPS-stimulated cells treated with
vehicle.
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'H- and "C-NMR spectra

Figure S1. '"H-NMR (300 MHz, CDCls) spectrum of compound 10:
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Figure S2. "H-NMR (300 MHz, CDCl;) spectrum of compound 11
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Figure S3. '"H-NMR (300 MHz, CDCls) spectrum of compound 12
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Figure S4. 'H- and >C-NMR (300 and 75 MHz, DMSO-d;) spectra of compound 13:
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Figure S5. 'H- and ?C-NMR (300 and 75 MHz, DMSO-d;) spectra of compound 14
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Figure S6. 'H- and >C-NMR (300 and 75 MHz, DMSO-d;) spectra of compound 15
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Figure S7. '"H-NMR (300 MHz, DMSO-d;) spectrum of compound 16
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Figure $8. 'H- and ?C-NMR (300 and 75 MHz, CDCls) spectra of compound 17
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Figure S9. 'H- and C-NMR (300 and 75 MHz, CDCl5) spectra of compound 18
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Figure $10. 'H-NMR (300 MHz, CDCls) spectrum of 19

59T
[TRE
9971
99T
191
191
191
191
89'T
69T
0/'1
2T
69'¢
02°¢
12°€]
o)

€89
89
89
89

489
189

889
€12ad wm.m\
4y
€57,
§S°2
SS2
95,
987,

Cl

19

+00'€

Faoz
Fegz

Froz

880

Fsv1

f1 (ppm)

14



Figure S11. 'H- and "C-NMR (300 and 75 MHz, DMSO-d;) spectra of 20

£9°/
+9°21

€L°L
YLl
YL
S22
9L,

9L,

Cl

I\

Fooz

Feot

Feot
Fost

f1 (ppm)

OSWQa 96°'8¢
OSWa vZ'6€

osa mw.mmw

OSWa 80°0%

OSWQa ¢5'6€
oswa owAmm\
OSWa seoy

I1°€9—

ert’
28T —
£0V2T~
62221~

LT LET—

8L 8% T—

8€LST—

€8T —

200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20

10

f1 (ppm)

15



Figure S12. 'H- and "C-NMR (300 and 75 MHz, DMSO-d;) spectra of 21
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Figure S13. 'H- and "C-NMR (300 and 75 MHz, DMSO-dj) spectra of 22
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Figure S14. "H-NMR (300 MHz, DMSO-d) spectrum of 23
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