Electronic Supplementary Material (ESI) for RSC Advances.
This journal is © The Royal Society of Chemistry 2015

Green synthesis and pharmacological screening of polyhydroquinoline derivatives bearing a

fluorinated 5-aryloxypyrazole nucleus

Sharad C. Karad*?, Vishal B. Purohit?, Dipak K. Raval?, Piyush N. Kalaria?, Jemin R. Avalani?, Parth Thakor®,
Vasudev R. Thakkar®

“Department of Chemistry, Sardar Patel University, Vallabh Vidyanagar- 388 120, Gujarat, India

bB. R. Doshi School of Biosciences, Sardar Patel Maidan, Bakrol-Vadtal road, Satellite campus, Sardar
Patel University, Vallabh Vidyanagar-388120, Gujarat, India

*Corresponding author. Tel.: +91-02692-226856 - Ext. - 211; Fax: +91-02692 236475.
E-mail: krdsharadl 126@gmail.com;dipanalka@yahoo.com

Supplementary Information


mailto:krdsharad1126@gmail.com;dipanalka@yahoo.com

'"H NMR spectra of compound 3a
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BRUKER

Current Data Parameters

NAME DER
EXPNO 796
PROCNO 1
F2 - Acquisition Parameters
Date 20130911
Time 16.14
INSTRUM spect
PROBHD 5 mm BBO BB-1H
PULPROG zg30
TD 65536
SOLVENT DMSO
NS 16
DS 2
SWH 8278.146 Hz
FIDRES 0.126314 Hz
RAQ 3.9584243 sec
RG 362
CHO oW 60.400 usec
/ \ DE 6.00 usec
N TE 298.1 K
N 0 o1 1.00000000 sec
F TDO 1
======== CHANNEL fl ====———
NUC1 1H
Pl 13.00 usec
PL1 -1.00 dB
Srol 400.1324710 MHz
F2 - Processing parameters
SI 32768
SF 400.1300000 MHz
WDW EM
S55B 0
LB 0.30 Hz
GB 0
PC L.00
A JLJ__,_—‘__

11 10 9 8 7
_
HE
NiN|N &

6 5 4 3 2 1  ppm




"H NMR spectra of compound 3b
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Current Data Parameters

NAME DER
EXPNO 797
PROCNO 1
F2 - Acquisition Parameters
Date 20130911
Time 16.21
INSTRUM spect
PROBHD 5 mm BBO BB-1H
PULPROG zg30
TD 65536
SOLVENT DMSO
CHO NS 16
DS 2
/ \ SWH 8278.146 Hz
N FIDRES 0.126314 Hz
‘N7 O AQ 3.9584243 sec
RG 724.1
DW 60.400 usec
DE 6.00 usec
TE 298.2 K
D1 1.00000000 sec
TDO 1
= CHANNEL f1l ========
NUC1 1H
Pl 13.00 usec
PL1 -1.00 dB
SFO1 400.1324710 MHz
F2 - Processing parameters
SI 32768
SF 400.1300000 MHz
WDW EM
S5B 0
LB 0.30 Hz
GB 0
pC 1.00
L R \ J - -
T T I T | IR I I I |
11 10 8 5 4 3 2 1 ppm
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"H NMR spectra of compound 3¢
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BRUKER

Current Data Parameters

NAME DKR
EXPNO 794
PROCNO 1
F2 - Acquisition Parameters
Date 20130911
Time 15.41
INSTRUM spect
PROBHD 5 mm EBO BB-1H
PULPROG z2g30
TD 65536
SOLVENT DMSO
NS 16
Ds 2
SWH 8278.146 Hz
FIDRES 0.126314 Hz
AQ 3.9584243 sec
RG 362
DwW £60.400 usec
DE 6.00 usec
TE 298.2 K
D1 1.00000000 sec
TDO 1

== === (CHANNEL fl ==
NUC1 1H
Pl 13.00 usec
PL1 -1.00 dB
SFo1 400.1324710 MHz
F2 - Processing parameters
SI 32768
SF 400.1300000 MHz
WDW EM
SSB 0
LB 0.30 Hz
GB 0
BC 1.00
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'"H NMR spectra of compound 8a
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Data Parameters

DKR
814

zg30
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16

2
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3.95842

512
60.400

6.00
298.2
1.00000C00

13.00
.00
710

meters
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EM
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'H NMR spectra of compound 8¢
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Current Data Parameters

NAME DKR
EXPNO 856
PROCHNO 1
F2 - Acquisition Parameters
Date 20140102
Time 14.18
INSTRUM spect
N-N PROBHD 5 mm BBO BE-1H
| PULPROG zg30
Z 0 D 65536
SOLVENT DMSO
F NS 16
CN DS 2
| SWH 8278.146 Hz
FIDRES 0.126314 Hz
AQ 3.9584243 sec
’}l NH; RG 574.7
NH DwW 60.400 usec
DE 6.00 usec
TE 298.2 K
D1 1.00000000 sec
TDO 1
======== CHANNEL fl
NUC]
Cl Pl 13.00 usec
PL1 -1.00 dB
SFOL 400.1324710 MHz
F2 - Processing parameters
51 32768
SF 400.1300000 MHz
WwDw EM
SSB 0
LB 0.30 Hz
GB 0
PC 1.00
i Wk
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'"H NMR spectra of compound 8d
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Current Data Parameters

NAME DKR
EXPNO 854
PROCNO 1
F2 - Acquisition Parameters
Date_ 20140102
Time 12.59
INSTRUM spect

PROBHD 5 mm BBO BB-1H

PULPROG zg30
TD 65536
SOLVENT DMSO
NS 16
DS 2
SWH 8278.146 Hz
FIDRES 0.126314 Hz
] 3.9584243 sec
RG 1149.4
DwW 60.400 usec
DE 6.00 usec
TE 298.1 K
D1 1.00000000 sec
TDO 1
CHANNEL f1
13.00 usec
-1.00 dB
400.1324710 MHz
F2 - Processing parameters
s 32768
5F 400.1300000 MHz
WDw EM
SSB 0
LB 0.30 Hz
GB 0
PC 1.00

A EARRAARAS AaAASRRRRS T T T RARARRRARS RARARARARS naR I T

13 12 11 10 9 8 7 6 5 4 3 2 1

AR e AARARS RARRARRRRS

o (| =o] ] (o ) [0~ w0 ™|
= H |2 |92 2 HRH ="
- cileiled|edlail | - - ©le

1

0 ppm




'"H NMR spectra of compound 8e
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NAME DER
EXPNO 857
PROCNO 1
F2 - Acquisition Parameters
Date_ 20140102
Time 14.24
INSTRUM spect
PROBHD 5 mm BBO BB-1H
PULPROG zg30
TD 65536
SOLVENT DMSO
NS 16
DS 2
SWH 8278.146 Hz
FIDRES 0.126314 Hz
AD 3.9584243 sec
RG 362
DW 60.400 usec
DE 6.00 usec
TE 298.1 K
D1 1.00000000 sec
TDO 1
======== CHANNEL fl ========
NUC] 1H
Pl 13.00 usec
PL1 -1.00 dB
SFO1 400.1324710 MHz
F2 - Processing parameters
ST 32768
SF 400.1300000 MHz
WDW EM
SSB 0
LB 0.30 Hz
GB 0
BC 1.00

T

ppm

3




"H NMR spectra of compound 8f

Current Data Parameters

NAME DKR
EXPNO 8
PROCNO 1
F2 - Acquisition Parameters
Date 20140212
Time 14.51
INSTRUM spect
PROBHD 5 mm BBO BB-1H
PULPROG zg30
TD 65536
SOLVENT DMSO
NS 16
N—-N D3 2
| SWH 8278.146 Hz
o Z 0 FIDRES 0.126314 Hz
F AQ 3.9584243 sec
CN RG 1149.4
| DW 60.400 usec
DE 6.00 usec
TE 298.2 K
N°NH D1 1.00000000 sec
NH TDO 1
======== CHANNEL fl ========
NUC1 1H
Pl 13.00 usec
PL1 -1.00 dB
OCH3 SFO1 400.1324710 MHz
F2 - Processing parameters
51 32768
SF 400.1300000 MH=z
WDW EM
SSB o]
LB 0.30 Hz
GB 0]
BC 1.00
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'H NMR spectra of compound 8g
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Current Data Parameters

NAME DKR
EXPNO 865
PROCNO 1

F2 - Acquisition Parameters
Date 20140106
Time 14.28
INSTRUM spect
PROBHD 5 mm BBO BB-1H
PULPROG zg30

TD 65536
SOLVENT DMSO

NS 16

Ds 2

SWH 8278.146 Hz
FIDRES 0.126314 H=z
AQ 3.9584243 sec
RG 512

DW 60.400 usec
DE 6.00 usec
TE 298.2 K
Dl 1.00000000 sec
TDO 1
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F2 - Processing parameters
51 32768
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SS5B 0
LB 0.30 Hz
GB 0
PC 1.00
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'H NMR spectra of compound 8h
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Current Data Parameters

NAME DKR
EXPNO 847
PROCNO 1
F2 - Acgquisition Parameters
Date_ 2@131.21.3
Time 13.14
INSTRUM
PROBHD 5 mm BBO
PULPROG
D
N—N SOLVENT
4
o0 N/ O CFy
CN FES
N""NH,
NH 1.00000000 sec
1
******** CHANNEL f1
NUC1
120 8 1 usec
PLI =L . dB
SFOl 400.1324710 MHz
F2 Processing parameters
SI 32768
SF 400.1300000 MHz
WDW EM
SSB 0
LB 0.30 Hz
GB 0
BC 1.00
l A J\J
11 10 9 8 7 6 5 4 3 2 1  ppm
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'"H NMR spectra of compound 8i
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Current Data Parameters

NAME DKR
EXPNO 10
PROCNO 1
F2 - Acquisition Parameters
Date 20140212
Time 16.06
INSTRUM spect

PROBHD S mm BBO BB-1H

PULPROG zg30
l}lfN /@\ D 65536
2~0 oF SOLVENT DMSO

o 3 NS 16
DS 2
CN SWH 8278.146 Hz
| F1DRES 0.126314 Hz
AQ 3.9584243 sec
N NH; RG 1024
NH Dw 60.400 usec
DE 6.00 usec
TE 298.2 K
D1 1.00000000 sec
TDO 1
OCHg ======== CHANNEL fl ========
NUC1 1H
Pl 13.00 usec
PL1 -1.00 dB
S5FO1 400.1324710 MHz
F2 - Processing parameters
SI 32768
SF 400.1300000 MHz
WDW EM
S5SB o]
LB 0.30 Hz
GB 0
BC 1.00
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'"H NMR spectra of compound 8j
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Current Data Parameters
NAME DKR
EXPNO 806
PROCNO 1
F2 - Acquisition Parameters
Date 20131015
Time 13.49
TNSTRUM spect
FROBHD 5 mm BBO BB-1H
_ PULPROG 2g30
';l N TD 65536
SOLVENT DMSO
o ¥ O CF; ns 16
DS 2
CN SWH 8278.146
| FIDRES 0.126314
AQ 3.9584243
RG 512
'}l NH; DW 60.400
NH DE 6.00
TE 298.1
D1 1.00000000
TDO 1
=== == CHANNEL fl
NOC1
Br Pl 13.00
PL1 =1.00
S5FO1 400.1324710
F2 - Processing parameters
S1 32768
SF 400.1300000
WDW EM
58B 0
LB 0.30
GB 0
mﬂd PC 1.00
| llﬂ | I
T A I I I I o I T T T T T 1
1 10 9 8 7 6 5 4 3 2 1 ppm
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'"H NMR spectra of compound 81

MMEAOO T ITOTCLONNANDROOR A OMODONMNCHOM O WWMEA AN NNDMOOorr-
FNOOFTONTMONONMONOOWHNOMED OO A0 A0 NN MM T A A~ NMY A
Mmm\r'mmf"\f"\f"/"\F‘?M(\lNN(‘Jﬁﬁﬁ(}t’)fj\(}\mmml\l\l\\ﬂd;\ﬂx\lﬁLﬂ[\ mNHU‘\Uva\‘W!‘\D\D\Q‘QCDW
B R e e o e R R e 536 616 166 1616 18 G PP R R B S R S S S
N “\\\|&#~
Current Data Parameters
NAME DKR
EXPNO 813
PROCNO 1
F2Z - Acquisition Parameters
Date 20131017
Time 14.20
INSTRUM spect
PROBHD 5 mm BBO BB-1H
PULPROG zg30
N—-N TD 65536
/ SOLVENT DMSO
o Z 0 F NS 16
DS 2
CN SWH 8278.146 Hz
FIDRES 0.126314 Hz
| AQ 3.9584243 sec
RG 512
N™ "NH; oW 60.400 usec
DE 6.00 usec
NH TE 298.2 K
D1 1.00000000 sec
TDO 1
CHANNEL f1 =
NUC1 1H
Pl 13.00 usec
OCHs PL1 -1.00 dB
SFO1 400.1324710 MH=z
F2 - Processing parameters
SI 32768
SF 400.1300000 MH=z
WDW EM
SSB 0
LB 0.30 Hz
GB 0
i l L l PC 1.00
T T I - I T T ]
11 10 9 5 4 3 2 1 ppm
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'H NMR spectra of compound 8m

CWUWLNNNMWN WD NS WM NN ST 00N
CNTONODOND WY W MIOLCLVNdAYIOINITONM
SO O0MNNNN A0 MACSNNNRESSY ST
B N N N T SRR PRV R L i L L S N

SN

N Y =

Current Data Parameters
NAME DKR
EXPNO 801
PROCNO 1
F2 - Acquisition Parameters
Date_ 20131014
_ Time 12 19
r;‘ N INSTRUM sp:
yZ PROBHD 5 mm BBO BB-1
(0] Y F PULPROG zg30
g9
TD 65536
CN SOLVENT DMSO
| NS 16
Ds 2
N™ "NH; swH 8278.146 Hz
NH FIDRES 0.126314 Hz
AQ 3.9584243 sec
RG 362
DW 60.400 usec
DE 6.00 usec
TE 288.1 K
Dl 1.00000000 sec
Br DO 1
mmmsamas CHANNEL f]l ssssss==
NUC1 1H
Bl 13.00 usec
PL1 -1.00 dB
Srol 400.1324710 MHz
F2 Processing parameters
ST 32768
SF 400.1300000 MHz
WDW EM
SSB 0
LB 0.30 Hz
GB o]
BC 1.00
11 10 9 8 7 6 5 4 3 2 pm
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'H NMR spectra of compound 8n
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Current Data Parameters

NAME DER
EXPNO 859
PROCNO 1
F2 - Acquisition Parameters
Date 20140102
Time 14.52
INSTRUM spect
PROBHD 5 mm BBO BB-1H
PULPROG zg30
TD 65536
SOLVENT DMSO
NS 16
DS 2
SWH 8278.146 Hz
FIDRES 0.126314 Hz
AQ 3.9584243 sec
RG 812.7
DW 60.400 usec
DE 6.00 usec
TE 298.1 K
D1 1.00000000 sec
TDO 1

= CHANNEL f]l ========
NUC1 1H
Pl 13.00 usec
PL1 -1.00 dB
SFO1 400.1324710 MHz
F2 - Processing parameters
SI 32768
SF 400.1300000 MHz
WDW EM
SSB 0
LB 0.30 Hz
GB 0
PC 1.00
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'H NMR spectra of compound 8o
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Current Data Parameters

NAME DKR
EXPNO 866
PROCNO 1
F2 - Acquisition Parameters
Date 20140106
Time 14.36
INSTRUM spect
PROBHD 5 mm BBO BB-1H
F PULPROG z2g30
N-N TD 65536
| SOLVENT DMSO
Z =0 NS 16
o DS 2
CN SWH 8278.146 Hz
FIDRES 0.126314 Hz
\ AQ 3.9584243 sec
RG 912.3
N™ "NH; oW 60.400 usec
NH DE 6.00 usec
TE 298.2 K
D1 1.00000000 sec
TDO 1

= CHANNEL fl ========
1H
Br 13.00 usec
-1.00 dB
400.1324710 MHz
F2 - Processing parameters
SI 32768
SF 400.1300000 MHz
WDW EM
SSB o]
LB 0.30 Hz
GB 0
PC 1.00
!
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'H NMR spectra of compound 8p
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Data

F2 - Acquisition

Parameters
DKR

844

1

Parameters
20131213
12.30
spect
5 mm BBO BB-1H
zg30
65536
DMSO
16
2
8278.146 Hz
0.126314 Hz
3.9584243
287.4
60.400
6.00
288.2 K
1.00000000

400.1324710

Processing parameters

32768
400.1300000 MHz
EM
0
0.30 Hz
0

1.00




Mass spectra of compound 8b
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Mass spectra of compound 8d
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Mass spectra of compound 8h
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Mass spectra of compound 8i
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Mass spectra of compound 8j
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Mass spectra of compound 8k

Intensity

150.00

200.00

250.00

300.00

400,00 450.00

m/z

350.00

643. ﬁeak f;1 :

600.00 700.00




Mass spectra of compound 8m
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Mass spectra of compound 8n
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13C NMR spectra of compound 8a

Current Data Parameters

NAME DKR
EXPNC 108
PROCNO i,

F2 Acquisition Pa
Date_ 2014

spect

5 mm BBO BB-1H
zgpg30

65536

DMSO

294.4 K
2.00000000 sec
0.03000000 sec
1.89999998 sec

CHANNEL f1

4.00 dB
100.6228298 MHz

CHANNEL f2 ========
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1H

\ T T T T
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13C NMR spectra of compound 8b

Current Data

NAME
EXPNO
PROCNO

Time
INSTRUM

PROBHD 5

PULPROG
TD
SOLVENT
NS

DS

SWH
FIDRES
AQ

RG

DW

DE

TE

D1

dil
DELTA
TDO

Parameters
DKR
9z

- Acquisition Parameters
20141206

2.00000000
0.03000000
1.89999998

==== CHANNEL f1 ==

14.00 usec
-4.00 dB

100.6228298 MHz

mmm——e—s QHANNEL: f7 ========

: I ¥ ! i I ; T

100 80 60 40

RG2 waltzlé
usec
dB
dB
dB
MHz

F2 - Processing parameters
ST 32768
SF 100.6127690 MHz
WDW EM
SSB ¢
LB 1. 00 E2
4]
1.40

ppm




13C NMR spectra of compound 8¢

Current Data Parameters

NAMFE
EXPNO
PROCNC

PROBHD

PULPROG
TD
SOLVENT
NS

DS

SWH
FIDRES
AQ

RG

DW

T
100 80 60 40

== CHANNEL f2

o} . waltzlé
NUC2 1H
PCPD2 80.00 usec
PL2 -1.00 dB
PL12 14.46 dB
PL13 .00 dB
SFO2 400.1316005 MHz
F2 - Processing parameters
SI 32768

SF 100.612765%0 MHz
WDW EM

SSB 0

LB 1.00 Hz
GB 0

lbc 1.40

ppm

5 mm BBO EB

DKR
94

Parameters
20141206
14.08
spect

.00000000 sec
0.03000000 sec
9999998 sec




13C NMR spectra of compound 8d

NUC2
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Current Data Parameters

NAME DKR

EXPNO 97

PROCNO 1

72 Acquisition Parameters

Date_ 20141208

Time 15.45

INSTRUM spect

PROBHD 5 mm BBO BB-1H

PULPROG

TD

SOLVENT

NS

DS

SWH

FIDRES

AQ

RG

DwW

DE 6.00 usec
E 295.2 K

D1 2.00000000 sec

dll. 0. 100000 sec

DELTA 1.89999998 sec

TDO 1

———————— CHANNEL f1

NUC1

Pl 14.00 usec

PL1 dB

SFO1 100. 98 MHz

dB

400.1

100.6127690 MH=z
EM

a
00 Hz
0

1.40




13C NMR spectra of compound 8e

Current Data Parameters
NAME DEKR
EXPNO 108

PROCNO 1
Tz Acquisition Paramet
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13C NMR spectra of compound 8f

Current
NAME
EXPNO
PROCNO

SOLVENT
NS

Ds

SWH
FIDRES
AQ

RG

DW

DE

TE

=

F2Z - Pro

100 80 60 40

CHANNEL fl ==

100.6127690
EM

ata Parameters

DKR
110
1

65536
DMSO

1.3664756
2048
20.850
6.00
294.6
00000000
00000
989998
1

Lo N

13
14.00
-4.00

100.6228298

CHANNEL f2 ====

15.00

400.1316005

3276

Hz
Hz
sec

usec
usec

sec
sec
sec

usec
dB
MHz

MHz

cessing parameters

MHz




3C NMR spectra of compound 8g
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13C NMR spectra of compound 8h
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13C NMR spectra of compound 8i
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13C NMR spectra of compound 8j
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13C NMR spectra of compound 8k
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13C NMR spectra of compound 81
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13C NMR spectra of compound 8m
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13C NMR spectra of compound 8n
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13C NMR spectra of compound 8o
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13C NMR spectra of compound 8p
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1. Biological evaluation

1.1. In vitro antimicrobial assay

The antimicrobial activity of newly synthesized compounds 8a-p was carried out by broth micro dilution method. DMSO was used as
the diluent to get desired concentration of compounds to test upon standard bacterial strains. Mueller — Hinton broth was used as
nutrient medium to grow and dilute the compound suspension for the test bacteria. Sabouraud Dextrose broth was used for fungal
nutrition. Inoculum size for test strain was adjusted to 108 CFU mL"! by comparing the turbidity. Serial dilutions were prepared in
primary and secondary screening. Each synthesized compound and the standard drugs were diluted obtaining 2000 pg/mL
concentration as the stock solution. The drugs which were found to be active in primary screening (i.e. 500, 250 and 200 pg/mL
concentrations) were further screened in their second set of dilution at 100, 50, 25 and 12.5 pg/mL concentration against all
microorganisms. 10 micro liter suspensions were further inoculated on appropriate media and growth was noted after 24 and 48 h. The
control tube containing no antibiotic was instantaneously subcultured (before inoculation) by evenly spreading a loopful over an area
of medium in a plate suitable for growth of the test organism. The tubes were then put overnight for incubation at 37°C. The highest
dilution preventing appearance of turbidity after spot subculture was considered as minimal inhibitory concentration (MIC, pg/mL).
All the tubes showing no visible growth (same as control tube) were subcultured and incubated overnight at 37°C. The amount of
growth from the control tube before incubation was compared. In this study ampicillin, norfloxacin and chloramphenicol were used as

the standard antibacterial drugs. Nystatin and Griseofulvin were used as the standard antifungal drugs.

1.2. In vitro antituberculosis assay

All the synthesized compounds 8a-p were screened for their antitubercular activity against Mycobacterium tuberculosis H37Rv by
Lowensteine-Jensen method with minor modification where 250 pg/mL dilution of each compound was added to Lowensteine-Jensen
medium and then media was uncontaminated by inspissation method. A culture of Mycobacterium tuberculosis H37Rv growing on

Lowensteine-Jensen medium was harvested in 0.85% saline in bijou bottle. The stock solutions of the title compounds were prepared



in DMSO i.e. 250 pg/mL. These tubes were then incubated at 37 °C for 24 h followed by streaking of Mycobacterium tuberculosis
H37Rv (5%10* bacilli per tube). The growth of bacilli was observed after 2 weeks, 3 weeks and finally after 4 weeks of incubation.
The tubes having the compounds were compared with control tubes where medium alone was incubated with Mycobacterium
tuberculosis H37Rv. The concentration at which complete inhibition of colonies occurred was taken as active concentration of the
tested compound. The standard strain Mycobacterium tuberculosis H37Rv was also tested with known drug isoniazid and rifampicin

for comparison purpose.

1.3. In vitro antimalarial assay

In vitro antimalarial activity of the synthesized compounds 8a-p was screened against P. falciparum strain. The P. falciparum strain
was acquired from Shree R. B Shah Mahavir Super-speciality hospital, Surat, Gujarat, India and was used in the in vitro tests. The P.
falciparum strains were cultivated by a modified method described by Trager and Jensen.*> Compounds were dissolved in DMSO. The
final concentration of DMSO used was not toxic and did not interfere with the assay. The antiparasitic effect of the compounds was
measured by growth inhibition percentage as described by Carvalho and Krettli.** For experimental purposes, the cultures were
synchronized with 5% D-sorbitol when the parasites were in the ring stage.*> The parasite suspension, predominately in the ring stage,
was adjusted to a 1-2 % parasitaemia and 2.5 % haematocrit in hypoxanthine-free RPMI-1640 culture medium with 10% human
plasma and was exposed to 7 concentrations of each compound for a single cycle of parasitic growth for 48 h at 37 °C. A positive
control with reference to antimalarial drugs in standard concentrations was used for each experiment. The stock solutions were
additionally diluted in whole medium (RPMI 1640 plus 10% human serum) to each of the used concentrations. The concentration that
inhibited 50% of parasite growth (ICs, value) was determined by interpolation using Microcal Origin software. The standard drugs
chloroquine and quinine were used as the reference antimalarial agents, blood smears were read blind and each duplicate experiment

was repeated three times.



1.4 Cytotoxicity
MATERIALS AND METHODS

Schizosaccharomyces pombe

S. pombe Var. Paul Linder 3360 was obtained from IMTECH, Chandigarh. It was maintained on yeast extract:glucose medium having
composition 30:5 gm.I-1, 46

Bioassay

In vitro bioassay was performed using S. pombe cells. S. pombe has become an important tool to study cell biology due to its
eukaryotic and fairly big size characteristics. S. pombe cells were grown in 50 ml liquid yeast extract media in 150 ml Erlenmeyer
flask. Flask was incubated at 30°C on shaker at 150 rpm till the exponential growth of S. pombe was obtained (24 to 30 hrs). Then the
cell culture was treated with the different concentrations (2.5, 5, 7.5, 10, 12.5 ug/ml) of synthesized compounds abbreviated as 8C,
8M, 8E, 81, 8J, 8K, 8L ( Table 5) and with Dimethylsulphoxide (DMSO) as the control. It was further allowed to grow for 16-18 hrs.
Next day, by centrifugation at 10,000 rpm for 10 min; treated cells were collected and dissolved in 500 pul of phosphate buffer saline
solution (PBS). 80 ul of yeast culture dissolved in PBS and 20 pl of 0.4 % trypan blue prepared in PBS were mixed and cells were
observed in a compound microscope (40X). Live cells resisted the entry of dye whereas dead cells appeared blue. The number of dead
cells and number of live cells were counted in one field. Cell counting was repeated in two more of the microscopic fields and
percentage of cells died due to synthesized compounds was averaged out.*’
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