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Supplementary Material

Representative characterization spectra (H and “C NMR) of C-3 tethered 2-oxo-

benzo[1,4]oxazines (20b, 20j-t, 20x and 20z):
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Figure 1. "H NMR Spectra of Compound 20b.
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Figure 2. °C NMR Spectra of Compound 20b.

OMe

N

77422
77.107
76.783
55.607

o

~ PROCESSING PARAMETERS
FALSE )
0.0[s] )

0[%], 80[%], 100([%] )

dc_balance( O,
sexp( 2.0[Hz],
trapezoid( O[%].
zerofill( 1

£e( 1, TRUE,
machinephase
ppm

TRUE )

Spectrometer

Field Strength
X_Acq Duration
1 n

SAN-SNV-88_Carbon-2-2. 3d|

datum
carbon. Ixp

DELTAZ_NMR

9.389766(T]

c
100.52530333 (MHz]
100 [ppm]

32768
a

x
X_Sweep

Total Scans

Relaxation Delay
Recvr Gain

Initial Wait

0.
31.40703518 [xHz]
25.12562814 [kHz]

Pro

21 fac)

21.814(daB]
WALTZ
0.115[ms]
TRUE

1(s]

(400 [MHZ])
1.04333312(s]

ton
399.78219838 [MHz]
1




40
i

J@io 0 HEDL
HsC N7 T
H

O H_dn-upb-se

30

SAN-SNV-121_Protom-1-2_3|
dacam

proton_jxp
Saw-sWv-121

B-SEP-2015 13:10:13
28-FEB-2016 21:33:54
28-FEB-2016 21:34:09

zingle pulse

13107
Proton

[pp=]
x

0
I

2

TRM-ECS400
DELTAZ MR

9.389766[T] (400[ME=])
2.18365952(=1

18
399.78219838 ME=]
S tppml

16384

3.03
3.01

1
0.457594685 [Ex]
7.5030012 (kE=]

£.00240096 [kHz]

Proton
399.78219838 MH=]
S [ppm]

Protom
39978219838 ME=]
S [ppm]
FALSE

16
16

202
.
L
L
-

2[=1
46

-
o
o
o
o

5.0 40 30 20 1.0 A tac:
9.9[us]

2.18365952([=]
S — o
T2s=3==2
= o5 68 08 = =

7071
6.978
6916
6.895

3
g
+
y
2
H

X - narts n.

Figure 3. '"H NMR Spectra of Compound 20j.
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Figure 4. °C NMR Spectra of Compound 20j.
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Figure 6. °C NMR Spectra of Compound 20Kk.
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Figure 27. "H NMR Spectra of Compound 20z.
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Supplementary Material

Cytotoxicity Assay

The cytotoxic effect of the active compounds prepared on cells was detected in vitro using the
mitochondrial cytotoxic test according to Danihelov4 et al. (2013) with modifications. Cell viability
was evaluated using thiazolyl blue tetrazolium bromide (MTT), which indicates the metabolic
activity of cells. The experiment was performed in 96-well microplates. The cells were seeded at a
density of 3.5x10° 3T3 fibroblast cells per well. Samples were dissolved in DMSO (stock solution 10
mM) and subsequently diluted in medium to the final concentration of 25 uM to 250 uM
(concentration of DMSO 0.5%) and after 24 h they were added to the cells. Microplates were
cultivated for 72 h in thermostat at 37 °C and 5% CO, atmosphere. After incubation thiazolyl blue
tetrazolium bromide (3.33 mg/ml phosphate buffered saline, pH=7.4) was pipetted to each well and
left to incubate for further two hours. Then the medium with MTT solution was removed. Formazan
crystals in viable cells were dissolved in the lysis solution (4 mM HCI and 0.1% Nonidet P40 in
ethanol). Microplates were shaken 15 min at 1500 rpm. Absorbance was measured at 540 nm and
reference wavelength at 740 nm. Each value is the mean of 6 wells with standard deviation.

Inhibition activity was expressed as percentages of control with DMSO.
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