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IR CHARACTERISATION
S.NO. CHARACTERIZATION OF v (cm-1) Remarks A
1.1 1710.16 saturated carboxylic acids,
c=0
Drug (Docetaxei)
1.2
1245 C-0
1.3 4
: 706.99 C-H Aromatic
2 Polymer (PEG 43000) 1101.90 . C-0-C
3 Interferon alpha 2a 1652.90 NH2
4.1 1716.18 C=0
VRP007 (Formulation 7) :
42 1090 C-0-C
43 1652.82 NH2
FIG 1
NMR CHARACTERISATION
S. No. NMR characterization of |d(ppm) Remarks |
1.1 . 4.43 (single peak ) Characteristics peaks of
Docetaxel
Drug (Docetaxel
1.2 _ , 8 ) 5.59
1.3 7.32
1.4 2.0
2 Polymer (PEG 43000) 3.75 PEG (single peak )
3 Drug +Polymer : 3.77ppm Peak shift due to Docetaxel NH
group bind with PEG
I
4 VRP007 (Formulation 7) |4.49 VRP 007 drug bind with NH
C=0 and OH active site

FIG. 2
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| (90%-110%)

REAL TIME STABILITY DATA
Name of F-6
Product:
Strength;  |Eachml contains Date of Mfg: | APR-2011
TR Docetaxel Anhydrous equivalent to Docetaxel O B N
......... 20 mg
. . v . |Interferon a-2a......... 0.45 MIU ,
BatchNo: | VRP 6/11E01 Dateof Exp: | APR-2013
?ioragew 12-8°C Specification: | In house
-Assay
Docetaxel Interferon a-2a

(90% -110%)

Complies

101.7%

100.2%

Initial Complies 100.6%
Complies Complies 101.5% 99.94%
Complies Complies 99.53%

FIG. 4
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%inhibition of different concentrations at different time intervals
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FIG 5A

%inhibition of different trial concentrations at different time intervals
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Code of |Volu Viable Cell count with Viable Cell count with | Viable Cell count with Viable Cell count with a

sample |me proliferation after proliferation after proliferation after | proliferation after Incubation
of Incubation period 24Hrs | Incubation period 48 Hrs Incubation period 96 Hrs period 120 Hrs
cell | at different concentration of | at different concentration at different at different concentration of
cultu drug of drug concentration of drug drug
e o051 12 4 | 8|0os|1[2]4|8 051 |2 4|8l05 1|24 8

F-1 02 |424 |370 |348 327 3107|392 |349|308|292|272 353|318 |273|249 |233 279 | 298|254 2245 {2100
m (6 |3 |4 4 1 {9 (7 |1 |2 |4 |0 |5 |3 |7 |4 {3 |0

F-2 02 1488 |474 |454 442 4327|467 |419 363 (326|293 |425|382 |337|311 |300 400 362312 2836 (2712
m (5 |5 (4 1 7 |5 (9 |5 |0 {2 (3 (8 [0 |9 (4 (3 |7

F-3 02 |488 |476 |469 469 |4656|475 |452 449 |442|440 |446|431 406|393 1390 (422 |412 3873774 3632
m |5 |6 |6 1 5 1 (8 |1 |2 |4 |2 |6 (6 (1 |9 |3 |7

F-4 02 1433 [379 (302 272 |1624[390 |317|262|223|148 |347(279 |229|203 |129 327 258|210 |1822 {1028
ml |4 1 9 3 1 7 |1 |1 (8 |3 |7 (1 (8 [0 (9 3 |8

F-5 02 1399 |383 321 286 |1452|362 |323|275|229|132 (332|278 |234|203 128 312 (2592151855 | 1097
m |2 |5 ({3 3 5 (2 415 (9 |1 [5 |6 {2 |9 |8 |4 |3 |0

F-6 02 1430 |352 285 263 |1032{375 {302 251|208 980 |348|273 |219|184 |876 328 238|200 |1697 | 675
m |7 |8 {4 5 4 |1 |0 |8 3 |6 [0 |7 9 |2 2

7 ---- 5000

(Cellline)
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Code of |Volume |Viability (%) after Viability (%) after " | Viability (%) after Viability (%) after
sample |ofcell |Incubation period 24Hrs | Incubation period 48 Hrs | Incubation period 96 Hrs |Incubation period 120Hrs
culture |at different concentration | at different concentration |at different concentration |at different concentration
of drug of drug of drug of drug

051 |2 |4 |8 |05 |1 2 (4 |8 |05 1 2 |4 |8 (051 2 |4 |8

F-1 02ml |84.|74. |69. [65. |62.1|78.4|70.0 61. |58. |54. |70. |63.6 54. |49. |42. |55. |59. |50. |44. 38.
93 |08 (70 (49 |4 |4 |0 |77 |44 |43 |70 |3 74 (89 |83 (90 |70 |84 (93 |48

F-2 02ml |97 |95 |91 |88. [86.5(92.884.0(72. (65. |58. |84. |76.5|67. |62. 63. |79. |72. |62. |56. 5I.
‘ 44 |4 8§ |0 88 (33 |57 144 |6 67 (23 |09 |53 (57 (65 |75 (14
F-3 02ml |97.(93. |92 [89. [93.1]95.1{90.4 |86. [80. |76. |89. |86.2 |81. |74. |66. |84. 82. |77. |71. |66.
71 |33 84 |2 1 4 05 (44 {05 |29 |6 |41 |74 |23 |59 |48 |63 |51 |57
F-4 02ml (86.]75. |60. |54. |32.4|78.0|63.5|52. [44. |29. {69. |55.9 |45. |40. |35. [65. |51. |42. |36. |29.

7 |83 [59 |46 |8 |4 (S |44 |66 |75 |49 |5 85 (80 |37 (61 |68 {19 149 |07

F-5 02ml |80.(76. |64. |57. [29.0|72.6 |64.6 |55. |46. |26. |66. |55.7 [46. |40. (39. 162. |51. 143. |37. |31.
0 |70 (27 (26 |4 |6 |6 11 |00 |41 |66 |5 86 (80 |78 (65 [89 (03 |13 |62

F-6 02ml |86.]70. |57.|52. |20.6 [75.1]60.4 [50. |41. |19. |69. |54.7 43. 36. |13. |65. |47. |40. 133. |1l
16 57 |1 |7 |4 1 4 (22 |77 |59 (69 |4 83 |96 |03 (82 167 |08 |9 16

FIG7
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Lane -1 Lane-2 Lane-3 Lanc-4 Lane -5 Lane-06

Marker Cell line F-4 S I°-6 Docetl Inj(F-1)
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Time - Docetaxel In Vitro Release (pg/ ml)
: F1-Docetaxel injection,F-5 Formulation 5, F6- Formulation 6, F 4- Formulation 4
Time F1 F§ F6 F4
10 Min. 234 0.75 C 153 135
20 Min. 2.02 0.65 1.58 1.33
1 Hr. 2.18 1.7 2.83 1.81
2 Hr. 2.06 | 1.64 2.96 1.64
4 Hr. | 1.84 0.89 2.61. 1.28
6 Hr. 1.62 0.74 2.37 1.08
8 Hr. 1.03 0.68 1.96 1.05

FIG. 9
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Comparative percentage of tumor growth in DMBA induced breast cancer model

0 days 4" days 8™ days 12" days
Healthy Control group (n=8) 0+0 00 00 0£0
Breast cancer induced untreated group 100.0 +45.12 187.26 £22.81°" | 250.14+20.0™ | 282.55+22.19™
(n=8)
Docetaxel group.  (n=8) 100.0 £21.58 [149.41 £15.41™ 122.27 £12.74" | 98.68 +12.35%
Docetaxel + pegylated Inf o 2a (n 8) 100.0 £27.89 138.41 £22.10™ | 104.09+ 12.45™ | 87.03+10.63"
F-6 group (n=8) 100.0 £22.15 81.21£11.74 64.64 + 11.40% 4536 +7.96™




WO 2012/066581

Applicant: Venus Remedies Ltd.

PCT/IN2011/000807
Page: 10/12

NOVEL CONJUGATES FOR TARGETED DRUG DELIVERY

Comparative Effect of Different Comparative groups on tumor volume (cm) Reduction in Breast cancer

Model

0 days 4% days 8" days 12% days
Control group (n=8) 0+0 0£0 00 0£0
Breast cancer induced  (n=8) 248+1.10 4.36+1.01° 6.41+£1.21° 7.56+ 1.72"™
Docetaxel group (n=8) 2.36%0.57 2074 0.45™ 1.62 +0.40° 1.49 +0.37'
Docetaxel + pegylated Inf o 2a group 2.68 0 .74 2.18+£0.37" 1.79+ 0.48° 1.24 £0.70™
(n=8)
F-6 group (n=8) 2.98 +0.61 228 +£0.44™ 0.98 +0.38"" 0.61+0.18™
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Comparative Adverse effect of Docetaxel, Docetaxel + pegylated interferon and F-6 on Breast cancer rat model after 12

days
Symptoms Alopecia | Neutropenia Fluid Diarrohea | Vomiting | Anemia |Neurosen |Score card
Retention sory | after 12
days
treatment
of drugs
Control group Nil Nil Nil Nil Nil Nil Nil  |in breast
(n=8) cancer
5(
Breast cancer Nil Nil Nil |Nil 1 1 N
induced (n=8) (moderate
)
3 (mild),
2
Docetaxel group 5 5 4 5 4- 4 3 (minimal)
(n=8) ;1 (nil).
Docetaxel + 3 4 4 3 3 3 3
pegylated INF
(n=8)
F-6 group 2 2 1 1 1 2 1
(n=8)




WO 2012/066581

APPLICANT: VENUS REMEDIES LTD.

TNF-alpha (pg/ml)

800

700

600

500

400

300

200

100

Control

Comparative TNF alpha Values

Cancer induced

Doce + PegyINF-a 2a
Docetaxel Inj (F-1)

Groups

F-6

PCT/IN2011/000807

12/12

I I I )



