Final Report MMV670652 (CR302-6082-84C)
Over all Scheme
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Step-1: 

Prev Step: 0
LNB NO: 6472

Page No: 12
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Step 1


Procedure: To a well stirred solution of compound 1(5g, 33.6 mmol) in ethanol (50 mL) was added hydrazine hydrate (1.7 g, 33.6 mmol) and the resulting mixture was heated at 80 ºC for 12 h. After completion (monitored by TLC, 30%EtOAc in Hexane, Rf = 0.2) solvent was removed under vacuo and the crude residue was used for next step without further purification.

Yield: 4 g

Step-2: 

Prev Step: 1
LNB NO: 6472

Page No: 13
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Step 2


Procedure: A well stirred solution of compound 2 (4.5 g, 31.2 mmol) and AcOH (1.5 mL) in  acetonitrile (45mL) was added 4-cyanobenzaldehyde (4.1 g, 31.2 mmol) and the resulting reaction mixture was stirred at room temperature for 30 minutes. After 30 minute the solvent was under vacuo and the crude residue was used for next step without further purification.

Yield 7.5 g

Step-3: 

Prev Step: 2
LNB NO: 6472
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Step 3


Procedure: To a well stirred solution of compound 9 (7.6 g, 31.2 mmol) in DCM (45 mL) was added PhI(OAc)2 (10.06 g, 31.2 mmol) and the resulting reaction mixture was stirred at room temperature for 1h. After completion (monitored by TLC, 100% EtOAc, Rf = 0.1) solvent was evaporated under vacuo. The crude residue was purified by column chromatography (using silica gel 100-200 and gradient elution of 100% EA) to afford compound 4 as red solid.
Yield: 3g

1H NMR (400 MHz, CDCl3) (  9.38 (s, 1H), 7.93 (s, 1H), 7.83 (d, 2H), 7.78 (d, 2H)
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Step-4: 

Prev Step: 0
LNB NO: 6082
Page No: 72
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Step 4


Procedure: To a well stirred solution of compound 5 (5 g, 35.1 mmol) in DCM (30 mL) was added TBACN (0.94 g, 3.51 mmol) and TMSCN (3.5 g, 35.1 mmol) at 0 ºC and the resulting mixture was stirred at that temperature for further 30 minutes. After completion (monitored by TLC, 10% EA/hexane, Rf = 0.8), the reaction mixture was poured in to water (50 mL) and extracted with ethyl acetate (2x25 mL). The combined organic layer was dried over Na2SO4 and concentrated under reduced pressure to afford compound 6 as reddish liquid. This material was used for next step without further purification.
Yield: 7 g

Step-5: 

Prev Step: 4
LNB NO: 6082
Page No: 73
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Step 5


Procedure: A mixture of compound 6 (7 g, 29 mmol), dioxane (10 mL), 50% aq. H2SO4 (40 mL) was heated at 90 ºC for 1h. After completion (monitored by TLC, 10% EA in hexane, Rf = 0.1) reaction mixture was poured in water (50 mL) and extracted with ethyl acetate (2x25 mL). The combined organic layer was dried over Na2SO4 and concentrated under reduced pressure to afford compound 7 as white solid. This material was used for next step without further purification.
Yield: 6g

Step-6: 

Prev Step: 5
LNB NO: 6082
Page No: 74
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Step 6


Procedure: A mixture of compound 7 (6g, 31.9 mmol) in MeOH (30 mL) in the presence of catalytic amount of H2SO4 (0.5 mL) was heated at 80ºC for 14 h. After completion (monitored by TLC, 30%EA in hexane, Rf = 0.5) the reaction mixture was poured in to water (25 mL) and extracted with ethyl acetate (2x 25 mL). The combined organic layer was dried over Na2SO4 and concentrated under reduced pressure. The crude residue was purified by column chromatography (using silica gel 100-200 and gradient elution of 100% EA) to afford compound 4 as reddish liquid.
Yield: 4g

1H NMR (400 MHz, CDCl3) (  7.25-7.29 (m, 1H), 7.11-7.17 (m, 2H), 5.14 (s, 1H), 3.78 (s, 3H);
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Step-7: 

Prev Step: 6
LNB NO: 6082
Page No: 83
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Procedure: To a well stirred suspension of NaH (0.475 g, 9.9 mmol) in THF (20 mL), was added compound 8 (2.5 g, 9.9 mmol and the resulting mixture was stirred for 30 minutes at room temperature.. The reaction mixture was then cooled to -78ºC and Freon gas was bubbled through it for 2h. Reaction mixture was then allowed to come to room temperature and was further stirred for 12h. The reaction mixture was then quenched by slow addition of water (20 mL) and was extracted with ethylacetate (2x20 mL). The combined organic layer was dried over Na2SO4 and concentrated under reduced pressure. The crude residue was purified by column chromatography (using silica gel 100-200 and gradient elution of 10% EA in hexane) to afford compound 9 as pale yellow liquid.
Yield: 530 mg

1H NMR (400 MHz, CDCl3) (  7.28-7.32 (m, 1H), 7.16-7.21 (m, 2H), 6.39 (t, 1H), 5.53 (s, 1H), 3.75 (s, 3H).
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Step-8: 

Prev Step: 7
LNB NO: 6082
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Step 8
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Procedure: To a well stirred suspension of LAH (0.12g, 3.1 mmol) in THF (10 mL) was added a solution of compound 9 (0.53 g, 2.1 mmol) in THF at 0 ºC and the resulting reaction mixture was stirred for 30 mins at the same temperature. The reaction mixture was then allowed to slowly come to room temperature and the stirring was continued for further 2h. After completion (monitored by TLC, 25%EA in hexane, Rf = 0.4) the reaction was quenched with 2N aq. HCl (10 mL) and extracted with ethylacetate (2x 10 mL). The combined organic layer was dried over Na2SO4 and concentrated under reduced pressure. The crude residue was purified by column chromatography (using silica gel 100-200 and gradient elution of 25% EA in hexane) to afford compound 10 as colorless liquid.
Yield: 350 mg

1H NMR (400 MHz, CDCl3) ( 7.13-7.21 (m, 2H), 7.07 (m, 1H), 6.29 (t, 1H, J = 72 Hz), 5.10-5.12 (m, 1H), 3.62-3.84 (m, 2H)

[image: image13.emf]CR302-6472-27[1].p df
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Prev Step: 8
LNB NO: 6082
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Procedure: To a well stirred suspension of NaH in THF (5 mL) was added a solution of compound 10 (0.1 g, 0.446 mmol) in THF (3 mL) drop wise and the resulting mixture was stirred at the same temperature for further 15 minutes. To the reaction mixture thus obtained was added a solution of compound 4 (0.114g, 0.446 mmol) in THF (2 mL) was added to the above mixture and the resulting mixture was allowed to stir for further 30 minutes. After completion (monitored by TLC, 50% EA in hexane, Rf = 0.4) the reaction mixture was poured in to water (10 mL) and extracted with ethyl acetate (2x10 mL). The combined organic layer was dried over Na2SO4 and concentrated under reduced pressure. The crude residue thus obtained was purified by preparative TLC (TLC Silica gel 60 F254, 20 x 20 cm Plates, Mobile phase: 80% EtOAc in Hexane) to afford compound MMV670652 as off white solid.   
Yield: 10 mg

1H NMR (400 MHz, CDCl3) ( 9.1 (s, 1H), 7.79-7.85 (m, 4H), 7.38 (s, 1H), 7.10-7.16 (m, 1H), 6.82-6.86 (m, 2H), 5.91 (t, 1H), 5.16-5.18 (m, 1H), 4.36-4.47 (m, 2H);
LCMS [M+H]: 444 

HPLC purity: 97.09%


[image: image15.emf]MMV110047$PCCBT AK-0248$HPLC$6082-84C.pdf
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ANALYTICAL REPORT

Batch No : CR302-6082-84C

Project Code : CR302

Submitted by : Santanu r

Submission Date : 26" Oct’ 12

Report release Date : 26" Oct’ 12 . 5

Report No : 8393/12 F__0O

Reference No : PC/26-10-12/1006 z/ %\N Ny

N "““N’
1. Description : Off White Solid
2. Solubility : Chloroform

3. Identification

By NMR: Complies (1H)
By Mass: Complies [M+H] 1444

4. Chromatographic Purity
Qualitative by UPLC

(% by Area Normalization)

At wavelength (A2z4nm) : 97.09 %
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CHEMBIOTEK RESEARCH INTERNATIONAL, KO LKATA

Sample Name: CR302-6082-84C
Column Name: GEMINI NX-C18(50X4.6mm),3u,Diluent: MEOH
Mobile phase: C: 0.05% HCOOH IN H20,B: ACN

Injection Date : Fri, 26. Oct. -> 1:35:00 PM Location : Vial 38
Sample Name CR302-6082-84C Inj. No. : 1
Acq Operator : PRIYA CHANDRA Inj. Vol. : 2 pl
Analysis Method : C:\CHEM32\1\DATA\OCT-12\251012A 2012-10-25 07-45-07 \ > F
Last Changed : Fri, 26. Oct. 2012, 01:49:47 pm
(modified after loading) F o
F
Acg. Method C:\Chem32\1\DATA\OCT-12\261012A 2012-10-26 09-17-03 \GEN. YO (’LN 4
M M
A N S

Ref: PC/26-10-12/1006

*DAD1, Sig=234.00, 2.00 Ref=off, EXT of 261012000018.D - DAD1, Sig=234.00, 2.00 Ref=off, EXT of 26101200001

6.524

2 4 6 8 10 min

Signal 1 : DADL, Sig=234.00, 2.00 Ref=off, EXT
[Peak] RT | Area |Area% |

| # | [min] | | |

|----| I I |

| 1] 4.32] 15.99] 0.59|

| 2| 6.41] 39.72] 1.47|

| 3] 6.52] 2615.87| 97.09]

| 4 6.78] 3.18] 0.12|
I
|
|

5/ 7.8 6.11] 0.23|
6| 7.55| 4.68 0.17|
7| 7.85| 4.63] 0.17|
8| 820 4.02| 0.15|

*** End of Report ***

TCGLS/ARD/HPLCO01/K11 Fri, 26. Oct. ->01:50:28 pm Page lof 1
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CHEMBIOTEK A TCG Lifesciences Enterprise,KOLKATA, INDIA

Sample Name: CR302-6082-84C Acq. Time: 12:03 Acq. Date: Friday, October 26, 2012
TIC of +Q1: from Sample 2 (CR302-6082-84C) of CR302-MONI-26-OCT-B-1-AA.wiff (Turbo Spray) Max. 1.6e7 cps,
1.6e7- 0.71
1.4e7
1.2e74
o 1.0e7-
&
2
£ 8.0e6
=4
2
£
6.0e6 -
4.0e6
2.0e6
M
0.0 T T T T T T T T T T
0.5 1.0 15 2.0 25 3.0 35 4.0 4.5 5.0
Time, min
W X|C of +Q1: 443.5 to 444.5 amu from Sample 2 (CR302-6082-84C) of CR... Max. 1.2¢6 cps| ™ +Q1: 3.133 to 3.167 min from Sample 2 (CR302-6082-84C) of CR302-MO... Max. 2.3e5 cps.
3.15 444.2
1.20e6+ 2.2e5
1.10e6- 2.0e54
1.00e6 1.8e5-
9-00e57] 1.6651
8.00e5+
%) o 1.4e5-
& 7.00e5 5
> > 1.2e5-
@ 6.00e5- N \ ki)
c c
3 3 1.0e5-
£ 5.00e54 £
4,005 8.0e4
3.00e5 6.0e4+ 238.0
2.00e5 4.0e4
1.00e54 2.0e4+
» 161.2902 4 26 4\278 8 348 2 426, 0\44 .0 5004 _524.8
0.00 ; ‘ ; ‘ ; ‘ Ay ‘ ; 0.0l okl Ml oy b bl o LIS e ; ‘
0.5 1.0 15 2.0 25 3.0 35 4.0 4.5 5.0 150 200 250 300 350 400 450 500 550 600 650 700 750 800
Time, min m/z, amu
B Detector A, Channel 1 from Sample 2 (CR302-6082-84C) of CR302-MONI-2 Max. 4336.0 | ™ Detector A, Channel 2 from Sample 2 (CR302-6082-84C) of CR302-MONI-2... Max. 4242.0 |
3.13 4242 3.13
40004 4000
3500
30004 3500+
25004
2000 30004
15004 2500
~ 1000 >
3 500 %
2 2 2000
04
-500 2.40 1500
-1000)
1500 10004
-2000 5001
-2500 383
M
T T T T T T T T T T O T T T T T T T T T \’
0.0 0.5 1.0 15 2.0 25 3.0 35 4.0 4.5 5.0 0.0 0.5 1.0 15 2.0 25 3.0 35 4.0 45 5.0
Time, min Time, min
Peak List for "Detector A, Channel 1 from Sample 2 (CR302-6082-84C) of CR302-MONI-26-OCT-B-1-AAJPeak List for "“Detector A, Channel 2 from Sample 2 (CR302-6082-84C) of CR302-MONI-26-OCT-B-1-AA]
Time (min) | Area (counts) @ %Area Height %Height | Width (min) Time (min) | Area (counts) @ %Area Height %Height | Width (min)
1 0.6275 358.2995 15576 54.0304 0.8250 0.1233 1 3.1307 1.4451e4 87.7885 4208.4231 |93.1009 |0.1967
2 2.4000 751.0074 3.2648 |220.4489 |3.3661 0.1117 2 3.8258 2010.2032 12.2115311.8591 |6.8991 0.2350
3 3.1319 2.1894e4 95.1775 |6274.6672 |95.8089 |0.1833
LCMS MONITORING SAMPLE ACN:NH40Ac TCGLS/ARD/LCMS08/K42
Channel 1 at wavelength 220 nm, Column: ZORBAX EXTEND C18(50x4.6mm),5u Analyzed by

Channel 2 at wavelength 260 nm
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CHEMBIOTEK, A TCG Lifesciences Enterprise CR302-6472-13 IN CDCI3 TCGLS/ARD/NMR01/K01

9.3823
9392
8467
8264

Current Data Parameters

NAME_  CR302-6472-13
EXPNO 1

PROCNO 1

F2 - Acquisition Parameters
Date_ 20130320

Time 12.44
INSTRUM spect
PROBHD 5 mm DUL 13C-1
PULPROG 2930
TD 32768
SOLVENT cDCI3
NS 8
DS
SWH 8012.820 Hz
FIDRES 0.244532 Hz
AQ 2.0447731 sec
RG 101
Dw 62.400 usec
DE 6.50 usec
TE 300.0 K
D1 1.00000000 sec
TDO 1
== CHANNEL f1 ========
1H .

14.50 usec . AT A Al

-1.00 dB

9.92955208 W

400.1324710 MHz
F2 - Processing parameters [<2] < [<o][2]
gl 16384 [} o| &N
F 400.1300134 MHz
wow EM o -l I~
ESB 0300H T T T T T T T T T T T T T T T T T T T T T
.. z

cB Iy 9.6 9.5 94 93 9.2 9.1 9.0 89 88 87 86 85 8.4 83 82 8.1 80 7.9 78 7.7 ppm

9.3823
7.9392
7.8467
7.8264
7.7956
7.7744
7.2506
1.5397
-0.0100
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fo) < (c0)o
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