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vImrs300-vomrs300 Cl
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Solvent: cdell
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CHIRAL PAK IA

RPT

SAMPLE INFORMATION

Injection Volume 15,00 ul Proc. Chnl. Descr © PDA 215.0 nm
Ran.Tme ;2 ntkes System Name : ANL_MCL_HPLG_0
HPLC CONDITIONS
Column CHIRAL PAK IA 4.6 X 250mm , Spm
Colunm 1D ANL_CHIRAL _110
Mohile Phasa A= n-HEXANE  B=IPA
ISOCRATIC B80:40
Flow Rate 1.0 miimin
Column Temp W
Diluent Ethanol
|
[
I~
12 s
w
Q.10 |
22
0.08 I
2 |
< .08 .
0.04 [
o ||
i &
0.02 : |
w3
'1:I| H | II
0.00-—— \”\j | \_ oo . o
2.00 4.00 6.00 8.00 10:00 12.00 14.00 16,00 18.00 20.00 22.00
Minutas
Peak Results
RT Area | % Area

1 5568 14303 787
26470 1677928 92.13

24.00
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GVK BIOSCIENCES PVT LTD
ANALYTICAL REPORT - MCL-ll

|
SAMPLE INFORMATION |
Acquired By : Analyst l
njection Volume: 2,00 ul Date Acquired  : 8/2/2011 3:12:56 PMIST ‘
| o 13 Proc. Chnl. Descr : PDA 215.0 nmBlank Subtracted
1al |
" Run Time: 20.0 Minutes SystemName 1 ANL_HPLC 07 |
L el i s e imgneti . sl Ak i i e B S e |
CONDITIONS
Colurmn SUNFIREC18 250x4.6 mm, 5 ym
Colum ID  : ANL_C158
Mobile Phase : A=ACN,B=0.1%TFA B
T/%B - 0/80,2/80,6/20,18/20,19/80,20/80
Flow Rate 1.0m/min
Colurm Temp @ NA
Diluent MEOH
Purity Chromatogram
o.aol !
o |
| |
0.40- .
] |
= J |
< 0.30 ] ‘
o,zoi |
0.101 |
= ?
0.00 .
i sl TR . P
2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00 20.00
Minutes
Peak Resul ults
Area ' % .@
}1’"10 484 | 226303 312
l’z" 1. 567‘ 16260 | 02'2#
3 11.887 7005281 |779§591
r4,12 555 i 4446 0.08
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GVK BIOSCIENCES PVTLTD
ANALYTICAL REPORT - MCL-lll

‘ : " SAWPLE INFORWATION = = =

| Sample Name:  KSY-B698-COMPOUND-15 Acquired By Analy st

: Injection Volume: 2.00 ul Date Acquired 8/29/2012 4:00:48 PM IST

Vial: 3 Proc. Chnl. Descr Channel Name 215.0nm
Run Time : 20.0 Minutes

System Name ‘ANL_MCL_HPLC_ 2

HPLC CONDITIONS
Column :YMC TRIART C18 ( 4.6 X 150mm) 5um
Mobile Phase :B:0.01M Ammonium acetate(Aq) : D:MeOH
Time of %D  : 0/10,2/10,6/90,18/90,19/10,20/10 15‘
Flow Rate : 1.0 mli/min
Column Temp : Ambient
Niliiant + ACN

Purity chromatogram

16.00 18.00 20.00

R N T ] e o ] s e e e
2.00 4.00 6460 8.00 0‘.00 12.00 14.00
nutes

Sample Name KSY-B698-COMPOUND-15; Vial 3; Injection 1; Channel W2996 : Date Acquired
8/29/2012 4:00:48 PM IST

Processed Channel:
PDA 215.0 nm Blank
Subtracted from
BLANK, Vial 1 Inj. 1

| folenion,  ama %Aeal
11059 148745 174
2111.06 8130103 95.02‘
13[1139 277020 324
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ANALYTICAL REPORT
GVK BIOSCIENCES PVT LTD
SAVIPLE INFORMATION

Sample Name KSY-B698-COMPOUND-16 Acquired By
Vial No : 5

Injection Volume : 2.00 ul

20.0 Minutes

Date Acquired

Run Time System Name :

Proc. Chnl. Descr

Analyst

8/29/2012 5:59:17 PMIST

PDA 215.0 nm Blank Subtracted from
ANL_MCL_HPLC_02

[ HPLC CONDITIONS
Column :YMC TRAITC18( 4.6 X 250mm) 5pm
Mobile Phase :B:0.01TMAmmonium acetate(Aq) : D:MeOH
Time of %D :0/10,2/10,6/90,18/90,19/10,20/10
Flow Rate :1.0 mi/min
Column Temp : Ambient
Diluent : ACN

b

HPLC purity chromatogram

10 N2
HoOUT

T L
10.00 12.00

2.00 6.00 8.00
Mnutes
Peak Results
| | RT Area % Area 1
1| 8878| 213924 130
2| 9765 154077 093
3| 9952 502215 3.04
4(10152| 326792 1.98
510503 | 13607221 | 8244
6/10743 | 1500657 | 9.64
711277 110240 067 |

31
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ANALYTICAL REPORT
GVK BIOSCIENCES PVT LTD
SAVPLE INFORMATION
Sample Name KSY-B698-123 Acquired By Analyst
Vial No 52 Date Acquired 8/29/2012 2:55:50 PM|ST
Injection Volume : 2.00ul Proc. Chnl. Descr :  PDA 210.0 nm Blank Subtracted from
Run Time 20.0 Minutes System Name : ANL_MCL_HPLC_10
" e e ~ HPLC CONDITIONS S T e e e S e e
Column : INERTSIL C-8 Sd, 6 X 250mm) 5um
| Mobile Phase : D:MeOH: B:0.1% TFA (Aq)
Time(%T/D)  : 0/10,2/10,5/70,8/90,18/90,19/10,20/10 ‘
Flow Rate £1.0 mi/min
Column Temp : Ambient
| Diluent {ACN
| '+ i
HPLC purlty chromatogram
08— — —_— —_—

Peak Results

H %Arear %./-\.rea-
0886 | 14922| 021
2| 10282 695053 | 9923
310817 7743 | 011

32

4 11574 31425 | 045

-11.574

10.00 12.00
M

nutes

14 00

g
16.00

3 i |
18 00 20.00
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Sample Name:

KSY-B698-123

Acquired By:

nrm12_mcl

Vial: 29 Date Acquired: 3/4/2012 11:11:55 AM IST
Injection Volume: 3.00 ul Proc. Chnl. Descr : PDA 210.0 nm
Run Time: 25.0 Minutes Sytem Namo.: NRM2_PDA2
Chromatograhic Conditions
Colummn SUNFIREC18 250x4.6 mm, 5 ym
Coumn D  : ANL_C158
Mobile Phase : A=ACN,B=0.1%TFA
T/%B - 0/80,2/80,6/20,18/20,19/80,20/80
Flow Rate 1.0m/min l%
Colum Temp @ NA
Diluent MEOH
Purity Chromatogram
1.40] oo}
1.20 %
1.00- \
0.80] \
=5 i |
X | \
0.60- [
i =] |
0.40] = ‘
_ s 2
0.20] | i ~
s . 0o MR S GRS RS et ol “ e
o i ek B, ddmy iomo Wb g 1800 2000 2200 2400
Minutes
‘ RTJ» Area i% Area RT | Area J% Area
iTs‘mi ie_uégesrir 1 8.00] 4"\ 952 1345277\ 0.56
?{éﬂ‘ 20831617 #"é’?.zz’
31?65#710066%7‘ 421
Page: 1 of 2
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ANALYTICAL REPORT
GVK BIOSCIENCES PVT LTD
SAMPLE INFORMATION
Sample Name KSY-B698-COMPOUND-19 Acquired By Analyst
Vial No 4 Date Acquired 8/29/2012 5:34:32 PMIST
Injection Volume : 200 ul Proc. Chnl. Descr : ppa 215.0 nm Blank Subtracted from
Run Time 20.0 Minutes System Name : ANL_MCL_HPLG_02
[ HPLC CONDITIONS ) S I
Column YMC TRAITC18( 4.6 X 250mm) 5um
Mobile Phase :B:0.01MAmmonium acetate(Aq) : D:MeOH
Time of %D :0/10,2/10,6/90,18/90,19/10,20/10
Flow Rate :1.0 ml/min
Column Temp : Ambient ‘G'
Diluent 1 ACN

HPLC purity chromatogram

|

1
0.40 3
] o
0.35] p
0.30
0.25-
5 g
<0.20]
0.15
0.10-]
N N~ood- <t
0.05- L = | o8N 3
j B 5 G @
] p N o
0.004 AR T I
T T T T o 228 T ‘ T T T L.l . F |' g T T T T I T
2.00 4.00 6.00 8.00 10.00 12.00
Minutes
Peak Results
RT f\[ea % Area
(1] 953 | 11643 0.20
2[10412| 87215| 147
3|11.184 | 5776797 | 97.54
1411617 | 23501 0.40
5| 11.959 4460 | 0.08
1 6]12.142 3562 | 0.06
7| 12.271 4178 | 0.07
8[12.844 | 11405 0.9

14.00

—
16.00

T '. T
18.00
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Sample Name: Acquired By : nrm12_mcl
Vial: 27 Date Acquired: 3/4/2012 10:20:20 AM IST
Injection Volume: 4.00 ul Proc. Chnl. Descr : PDA 210.0 nm
Run Time: 25.0 Minutes Sytem Name : NRM2_PDA2
Chromatograhic Conditions
Colurmn SUNFIREC18 250x4.6 mm, 5 um
Column D @ ANL_C158
Mobile Phase : A=ACN,B=0.1%TFA
TI%B : 0/80,2/80,6/20,18/20,19/80,20/80
Flow Rate 1.0m/min 2.0
Column Temp @ NA
Diluent MEOH
Purity Chromatogram
0.60] %
o.soi i
Il
: |
0.40- |
2 0.30 \
1 |
0.20 \
D |
1 2 ‘
&
0.10] 35 ~ |
< |
i ﬂ‘\r I.O / \
oorl—mm Moo~ S S E e e s M e e
"7 200 400 .00 800 10000 1200 1400 1600  18.00 " 2000 2200 24.00
Minutes
RT Area | % Area
(1]319 536037| 5.95
20542 244843 272
|3 8.79 | 8233371 1"91.35
Page: 1 of 2
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36

ANALYTICAL REPORT
GVK BIOSCIENCES PVT LTD
SAMPLE |INFORMATION
Sample Name  : KSY-B698-122 Acquired By Analyst
Vial No £ 6 Date Acquired 8/29/2012 6:24:03 PMIST
Injection Volume :  2.ggul Proc. Chnl. Descr © ppa MaxPlot (190.0 nm to 800.0 nm) Blank
Run Time H 20.0 Minutes System Name : ANL_MCL_HPLC_02

HPLC CONDITIONS

Column 'YMC TRAITC18( 4.6 X 250mm) 5pm

Mobile Phase :B:0.01MAmmonium acetate(Aq) : D:MeOH :1,
Time of %D  : 0/10,2/10,6/90,18/90,19/10,20/10

Flow Rate :1.0 ml/min

Column Temp : Ambient

Diluent : ACN

HPLC purity chromatogram

0.70~ —
]
0.60
0.50-]
0.40-
D ,
=< ]
0.30-
0.20
0.10-
0.00-]
T L | T T T T T T T T T T T ] T T T T T B D .
2.00 4.00 6.00 8.00 10.00 12.00
Minutes

Peak Results

T RT | Ama [%Arwa)

110664 | 63992| 077

2|10.926 | 7273320 | 87.88

311400 | 661267 | 7.99

411833 277934 | 3.36]

e
14.00

R L
18.00

|
20.00
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Sample Name: KSY-B698-122

Acquired By:

nrm12_mcl

Vial: 28 Date Acquired: 3/4/2012 10:46:08 AM IST
Injection Volume: 4.00 ul Proc. Chnl. Descr : PDA 210.0 nm
Run Time: 25.0 Minutes Sylem Nams ; Hishie oAz
Chromatograhic Conditions
Column SUNFIREC18 250x4.6 mm, 5 um
CourmD : ANL_C158
Mobile Phase : A=ACN,B=0.1%TFA
T/%B : 0/80,2/80,6/20,18/20,19/80,20/80 2>
Flow Rate 1.0m/min
Colurm Temp @ NA
Diluent MEOH
Purity Chromatogram
0.70-
0.60-]
0.50
0.40-
e )
<
0.30]
0.20? © ‘
o . i
0.10] A SRR
o (| & 9 ol
] | <t 6 ©| \
0.00— LS IR = o e B e R A ST TR o = 2 EOEST e b s i
—_—— —————— T T T T T T ] e
2.00 4.00 6.00 8.00 10.00  12.00  14.00 16.00 18.00 20.00 22.00  24.00
Minutes
RT’ Area | % Area RT Area ‘%Area
1318 | 1685443 | 15.41| |4 /679 121570 1.1
2405 172104 1567 757‘7.46‘8881680, 81.22
LSRR L 1!
3|5.82| 74040| 0.68
Page: 1 of 2
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CHIRAL 1A

RPT

ANALYTICAL REPORT-MCL-III
GVK BIOSCIENCES PVT LTD
SAMPLE INFORMATION

Sample Name KSY-B698-54-1 Acquired By System
Vial No 16 Date Acquired 10/14/2011 11:29:08 PM IST
Injection Volume : 6.00 ul Proc. Chnl. Descr : ppa 2150 nm
Run Time 25.0 Minutes ANL_MCL_HPLC_02
B il HPLC CONDITIONS e
Column CHIRAL PAK IA 4.6 X 250mm , S5um
Colunm ID ANL_CHIRAL 1A_110
Mobile Phase A= n-Hexane : B=IPA |
ISOCRATIC 70:30 l
Flow Rate 1.0 mi/min ’ |
\ Column Temp -NA- q;t
‘ Diluent Ethanol
0.20 E&
4 [«
0.18- g
0.16]
0.14]
0.12-
= 1
< 0.10
0.08-
0.06-
0.04|
1 o o
<t ~—
0.02+ b3 I\
j w6 ©
A
dy Al s — ‘
Sa | W s T et \";_n_\' T T L) \'ﬁ”' T T"wi” T T \'"__\"': T IR0 W S § T " e e T ‘7\7\7 T i
2.00 4,00 6.00 8.00 12.00 1400 16.00 1800  20.00 22.00  24.00
Minutes
_ Peak Results
RT Area | % Area
[5.140| 16918| 0.25
6.713| 22225 032
[37.264) 115479 1.68
‘4 9.800 | 6730055 | 9?,75J

38



Electronic Supplementary Material (ESI) for RSC Advances
This journal is © The Royal Society of Chemistry 2013

CHIRAL IA RPT

ANALYTICAL REPORT-MCL-lI
GVK BIOSCIENCES PVT LTD
SAMPLE INFORMATION

Sample Name :  KSY-B698-52-1 Acquired By : System
Vial No el Date Acquired  : 10/14/2011 11:54:55 PM IST
Injection Volume : 6.00 ul Proc. Chnl. Descr ' ppa 215.0 nm
Run Time ; 25.0 Minutes ANL_MCL_HPLC_02
{ T T HPLC/CONDHIONS = - o . . " -
Column :  CHIRAL PAK |A 4.6 X 250mm , 5um ‘
‘ Colunm ID . ANL_CHIRAL IA_110 ‘
| Mobile Phase : A= n-Hexane : B=IPA |
ISOCRATIC 1 70:30 Y\
| Flow Rate ;1.0 mi/min ‘
‘ Column Temp : -NA- |
| Diluent : Ethanol ‘
1 e S e TR
i P
0.60- T
up
0.50 |
0.40-| ‘
i |
0.30 |
|
|
0.20 |
] [Te)
0.10 e o S ’
f B 5
' : [{e] f -
0.00- FOTAN T ANV
-‘;\| LR A 0 Trme Do T T /—} T T T A' \/ T T 1 T |L'; _‘I T T T T T T T T T T T 20 JISE Tae ‘fi L ;'7\ | ZEFS G ) ‘
2.00 4.00 6.00 8.00 10.00 12.00 14.00 16.00 18.00 20.00 22.0 24.00
Minutes

Peak Results

L' RTJ Area ‘%Amii

5.713| 7103075 93.97

[ 6155 284824 3.77

6.414 | 84840| 1.12
76[5351 63412 70.344‘
|
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Structure elucidation of 27:

Experiments conducted for structural conformation: *"H NMR and NOESY 1D

1) 'H-NMR

fampis Mams: EFT-Sdbe-Sd
EEta COllActed of
P T ] =
ATERIVE SLENCRSTY ?
/Eomn f a0 /oyt s PebInN2
BIpls AITETEEY
L
FLEFLlS, EET-BEN-34_FROTCN 63 o

-

7 k|

Fales Sequnos, FROTON [RSpRLE T 1

BiivanL: Snee e i
Pl

¥

[

HH
] :

L4

g N ]
H i PRIt g 2 49
Observations:
S.No 1H(Iabel) Chemical shift Coupling constant | Integration Multiplicity
(ppm) (Hz)

1 1 5.28 10-11 1 Doublet
2 2 5.75 10-11 1 Triplet
3 3 4.09 12-13 1 Triplet
4 4 4.17 12-13 1 Doublet
5 5 7.41 10-11 1 Doublet
6 6 7.25 8-9 1 Doublet

7 7&7" 7.21 - 2 Bunch of peaks

8 8&s8" 7.13 - 2 Bunch of peaks
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9 NH 8.47 -

Singlet(broad)

1) Noesy 1D

Observations:

a) While irradiating the proton “1”, Protons 3, 5, 6 and NH are getting more enhanced. It is

supports that *H-1 and *H-3 are having more spatial contributions

From this we can say that *H-1 and *H-3 are in the same plane

Salactiva band cantar: 5.2¢ (ppm); width: 3I.1 (Hz)

Sample Wama: ESY-BE98-54-
Data Collectad on:
A00MR—vnmES400
Archive diractory:
/homa/ smal00, datay Fab2012
Sample diractory:
ESY-EB698-54-KoasylD
FidFile: ES¥-B638-54-HoasylD WOESY1D_01

Tulsa Eaquance: KOESY]D
Solwvant: dmac

6

%)

NH

| L

-] B 7 [ 5 4

41
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b) While irradiating the proton “2”, protons 4, 5, 6 and 7 are getting more enhanced. It supports
that "H-2 and 4 have more spatial contributions
Hence we can conclude 'H-2 is in plane with 'H-4

Ealactiva band cantar: 5.76 (ppm); width: 36.2 (Hz}

Sample Hama: KSY-E698-54
Data Collactad om:
4D0MR-vnmrs400
Archive directory:
fhoma/sma100, data) Fah20132
Sampla diTaCtory:
ESY-BE38-S4-KoasylD
FidFila: ES¥-B698-54-HoasylD BOESY1D 02

Tulss Saquance: KOESYID

Solvant: dmso =~

.03 -1.00 a.03
0.07 0.0 0. 02

3 8 7 6 5 4 3 2 1 -0 ppm

c) Whileirradiating the proton “3”, Protons 1, 4, 7 and 8 are getting more enhancement

This supports that 'H-3 and 'H-1 are having more spatial contributions. Hence we conclude that *H-3 is is
in plane with 'H-1 and H-2.
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Saloctiva band contor: 4.07 (ppm); width: 30.7 (HE)

Sampla Wama: ESY-BESE-54- 3
Data Collactad on:
AD0MR~vnmrs400
Archive diractocy:
/homa / sn8 100/ data/ Fab2012
Sampla diractory:
ESY-EE88-54-FKoasylD
FidFile: ESY-BESE-54-WoasylD WOESYID 03

Dulsa Sequance: WOESYLID

Solvant: dmso
7.8
wrindhyin el Al i e ot . v Srerrinll S ATy ]
e
0. 09
0.0%
M ' -
——— T —_——r——————
92 8 T 13 5 4 3 2 1 -0 pom
Conclusion:
Hence the final structure is:
NO,
///,, X \\\\\
. R .
H
NH
W
o
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