	Chemical
	Mutagenicity Study

	Cofactor Mix
	D-Glucose-6-Phosphate
	128.01 mg

	
	β-NADP
	280.02 mg

	
	Magnesium Chloride
	144.01 mg

	
	Potassium Chloride
	216.02 mg

	
	Sodium Phosphate Buffer
	80 mL

	Total
	80 mL

	S9 Mix
	Co-factor Mix
	54 mL

	
	S9 Homogenate
	6 mL

	Total
	60 mL

	S9 Mix (%)
	10


Table1: Chemicals and S9 homogenate
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Table2: Vehicle Selection Process 
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Table3: Oleanolic acid Stock/dilution 
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Table4: Plate Incorporation 
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Table5: Mutagenicity Assay - Revertant Colony Counts of TA98
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[bookmark: _Hlk113819221]Table6: Mutagenicity Assay  - Revertant Colony Counts of TA100
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Table 7: Mutagenicity Assay - Revertant Colony Counts of TA102
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Table 8: Mutagenicity Assay  - Revertant   Colony Counts of TA1535
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Table 9: Mutagenicity assay - Revertant Colony Counts of TA1537
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Table 10: Appendix – Sterility Check
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Table 4: Mutagenicity Study - Revertant Colony Counts of TA1535
Revertant Colony Counts of TAIS35
Groups and Absence of Metabolic Activation (-S9) Groups and Presence of Metabolic Activation (+59)
Test Test
Concentration | gy | Ry | R3 | Mean | SD | FI | BBL | ppt | Coucentration | gy | gy | R3 | Mean | SD | FI | BBL | ppt
(ug/plate) (ug/plate)
ve| o 20 | 17 | 19 | 1900 | 200 | - | 2 | N | ve| o | 22| 16|20 93]30| - | 2 |
TL | s002 | 20 | 16 | 21 | 1900 | 265 | too | 2 | Nit | T | soe2 | 17 | 21 |19 | 1900 | 200 | 088 | 2 | N
T2 [1ss16 | 15 | 18 | 20 | 1767 | 252 |03 | 2 | Nl | T2 | 1ssag | 20 | 21 |18 | 1967 | 153 | 1o2 | 2 | Nl
T3 | so000 | 22 | 19| 20 | 2033 | 153 | 107 | 2 | Nit | T3 | so000 | 16 | 18 | 20 | 1800 | 200 | 093 | 2 | N
T4 [1ss12| 17 | 20 | 18 | 1833 | 153 | 0% | 2 | Nil | T4 |1ss1zs| 21 | 19 | 17 | 1900 | 200 | 088 | 2 | N
T5 | so00 | 19 | 17 | 22 | 1933 | 252 | 1oz | 2 |StEM| 15 | so00 | 21 | 17 | 20 | 1933 | 208 | 100 | 2 | Slieht
ppt Ppt
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Table 5: Mutagenicity Study - Revertant Colony Counts of TA1537
3
Revertant Colony Counts of TA1537
Groups and Absence of Metabolic Activation (-S9) Groups and Presence of Metabolic Activation (+S9)
Test Test

Concentration | R1 | R2 | R3 |Mean| SD | FI | BBL | ppt | Concentration | R} | R2 | R3 |Mean| SD | FI | BBL | ppt

(ng/plate) (ng/plate)

ve | o 9 | 11| 12 | 1067|153 | - 2 | N | ve 0 1| 8 | 12]1033|208| - | 2 | N

T1 | 5002 | 10 | 11 | 8 | 967|153 091 | 2 | Nt | TL | so02 | 9 | 10 | 9 | 933|058 | 090 | 2 | Ni

T2 |1ss16| 8 | 10 | 9 | 900|100 | 084 | 2 | Nit | T2 |1ss16| 11 | 12 | 8 1033|208 | 100 | 2 | Nil

T3 |s0000| 11 | 9 | 10 |1000| 1.00 | 094 | 2 | Nil | T3 | sp000 | 12 | O | 8 | 967 | 208 | 094 | 2 | Ni C

T4 1521-2 12 8 8 | 933|231 |08 | 2 | Nil | T4 [1s8128| 11 | 8 | 10| 967 | 153|094 | 2 | Nil

Ts | so00 | © | 11 | 10 |1000| 100 [ 094 | 2 |StER| 15 | 5000 | 7 | 11 | 12 | 1000 265 | 097 | 2 |Stien

tppt tppt
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] Constituents checked Microbial Growth Observed
i for Sterility Mutagenicity Study
] MGA plates NG
] Test Item (Lowest concentration) NG
N Test Item (Highest concentration) NG
M 59 Mix NG
] Solvent / Vehicle NG
3 Sodium Phosphate Buffer NG
] Top agar NG
by [ -
- ]
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Volume
Quantity Final
s.
Vehicle | of Test Observation
No.
Item
Added
Milli-q
1 500mg | 1mL | SOmg/mL | Insoluble
‘water
1mL .
2. | DMSO | 50.0mg 50mg/mL | Suspension
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Groups/ Volume of Final
- e of mg/m | pg/plat
b Identifi Stock/ Volume
Vehicle L e
1 cation dilution (mL) (mL)
N (mL)
T5 Stock 7 10 50 5000
- 1581.2
| T4 3.16 mL of T5 6.84 10 15.81 8 H
N T3 3.16 mL of T4 6.84 10 5.00 | 500.09
] T2 3.16 mLof T3 6.84 10 1.58 | 158.16
| T 3.16 mL of T2 6.84 10 0.50 50.02
’ 5
[ ] D]
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¥ Table 1: Mutagenicity Study - Revertant Colony Counts of TA98

] 22|

i Revertant Colony Counts of TAS

] Groups and Absence of Metabolic Activation (-S9) Groups and Presence of Metabolic Activation (+59)

K Test Test

] Concentration | g | gy R3 |Mean| SD | FI | BBL | ppt | Comeemtration | gy | R | R3 | Mean | SD | FI | BBL | ppt

| (ng/plate) (ng/plate)

B ve | o 19 | 2 | 23 |2133| 208 - 2 | N | ove 0 2 | 19 | 26 | 2233|351 | - 2 | N

~ TL | 5002 | 21 | 24 18 | 2100 | 300 | 098 | 2 | Nt | T1 | sppp | 20 | 18 | 19 | 1900 | 100 [ 085 | 2 | Nil

K T2 | psga6 | 22 | 19 | 20 | 2033 153 | 095 | 2 | Nl | T2 | ysg36 | 23 | 20 | 21 | 2133 | 153 [ 096 | 2 | Nil

° T3 | so009 | 23 | 19 | 21 | 2100 200 | 098 | 2 | Nit | T3 | spp09 | 22 | 21 | 19 | 2067 | 153 [ 093 | 2 | Nil

E T4 |ysgras| 22 | 18 | 22 | 2067|231 | 097 | 2 | Nil | T4 |ysgpg| 24 | 20 | 23 | 2233 | 208 [ 100 | 2 | Nl

i TS | so00 | 24 | 19 20 | 2100 265 | 098 | 2 |StEht| ps | 00 | 19 | 23 | 22| 2133 | 208 | 096 | 2 | Steht
ppt ppt
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E Revertant Colony Counts of TA100

] Groups and Absence of Metabolic Activation (-S9) Groups and Presence of Metabolic Activation (+59)

N Test Test

] Concentration | gy | Ry | R3 | Mean | SD | FI | BBL | ppt | Coucentration | gy | gy | R3 | Mean | SD | FI |BBL| ppt

i (ug/plate) (ug/plate)

¥ ve| o |10 || s [1se7 |32 - | 2 | N | ve | o |124| 19| 120 | 12000265 - | 2| nit

K T1 | so0z | 122 | 19 | 121 | 12067 | 153 | 102 | 2 | Nil | T | soe2 | 121 | 118 | 122 | 12033 | 208 | 099 | 2 | Nil

E T2 | 1ss16 | 116 | 120 | 119 | 11833 | 208 | 100 | 2 | Nil | T2 | 15816 | 123 | 120 | 117 | 12000 | 300 | 099 | 2 | Nil

E T3 | soee | 117 | 121 | 122 | 12000 | 265 | 101 | 2 | Nil | T3 | so0e | 121 | 119 | 121 | 12033 | 115 | 099 | 2 | Nil

E T4 | 1ss12s| 115 | 121 | 123 | 11967 | 426 | 101 | 2 | Nil | T4 | 1ss12s | 123 | 116 | 118 | 11900 | 361 | 098 | 2 | Ni

b 15 | so00 | 116 | 122 | 119 | 11900 | 300 | 100 | 2 | Stght| g5 | so00 | 122 | 120 | 121 | 12100 | 100 | 100 | 2 | Slieht

B ppt Ppt

Pagelof1 163words [[} English (United States) Text Predictions: On i Accessibility: Investigate 0 Focus

H P Type here to search

1% Share

=





image6.png
AutoSave

Ames Data

mpatibility Mode » Saved to this P

Navika Gupta

© Comments

Fle  Home et Draw Design  layout References Maiings  Review View Help  TableDesign Layout
3 G B2 i e s s B i T 05 B B 1819 (0 e
Table 3: Mutagenicity Study - Revertant Colony Counts of TA102
Revertant Colony Counts of TA102
Groups and Absence of Metabolic Activation (-9) Groups and Presence of Metabolic Activation (+59)
Test Test
) BB .
Concentration | gy | Ry | R3 | Mean | SD | FI ppt | Concentration | gy | Ry | R3 | Mean | SD | FI | BBL | ppt
(ng/plate) L (ng/plate)
ve | o | 269 | 272|281 27400 [ 624 | - | 2| Nt | ve | o |275| 279|282 | 27867 [ 351 | - | 2 | N
T | soe2 | 273 | 276 | 279 | 27600 | 300 | 101 | 2 | Nil | T | sp02 | 273 | 274 | 278 | 27500 | 265 | 099 | 2 | Nl
T2 | 15816 | 281 | 282 | 270 | 27767 | 666 | 101 | 2 | Nil | T2 | 15816 | 270 | 281 | 282 | 27767 | 666 | 100 | 2 | Ni
T3 | so000 | 271 | 272 | 278 | 27367 | 379 | 100 | 2 | Nil | T3 | soo00 | 272 | 280 | 274 | 27533 | 416 | 099 | 2 | Nl
T4 |1ss12s | 273 | 280 | 274 | 27567 [ 379 | 101 | 2 | Nil | T4 |yssras| 281 | 274 | 271 | 27533 | sa3 |09 | 2 | Nl
15 | seo0 | 270 | 276 | 275 | 27367 | 321 | 100 | 2 5251‘“ T5 | soo0 | 276 | 273 | 281 | 27667 | 404 | 099 | 2 S“Eth‘
o
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