Draft In Vitro Acute Toxicity test Methods BRD: Appendix I3

3T3 NRU SLS Data

17 Mar 2006

1C50 Test . Difference of
(ug/mL) Chemical “gea't‘ th\',‘(’:'e right/left VC N“P"‘Pet’ &l N“P"‘Pet’ °f lR2  (from Dilution | Acceptable Rationale for
Experiment LD.' | pocimal | 'C30 (MM) | A0 licati ontrol (VC) | ¢ 1 mean OlLE OlLE 7 Dilutions  (ug/mL)’ 9 s
pplication oD? 0-50 %* 50 - 100 %> PRISM) Factor® Tests' Unacceptability
Format Date vc? s : °

Phase la
SLS-B1 45.2 0.157 13-Aug-02 0.187 17.06% 1 1 0.8361 :]]goé 698’942'3' 315,214, 1.47 NO VC difference > 15%.
SLS-B2 40.4 0.140 27-Aug-02 0.385 3.88% 3 4 0.7841 :]]goé 698’942'3' 315,214, 1.47 NO Inadequate curve fit.
SLS-B3 38.6 0.134 27-Aug-02 0.410 0.04% 1 5 0.8376 :1]20é 698’942'3' 31.5,214, 1.47 YES
SLS-B4 33.3 0.116 28-Aug-02 0.288 15.91% 1 2 0.9378 :]]goé 698’942'3' 315,214, 1.47 NO VC difference > 15%.
SLS-B5 26.6 0.092 28-Aug-02 0.233 4.43% 2 4 0.8086 :]]goé 698’942'3' 315,214, 1.47 NO Inadequate curve fit.
SLS-B6 (25 ug/ml o 100, 68, 46.3, 31.5, 21.4, R&D: 3 replicate
NR 1 hr) 39.5 0.137 4-Sep-02 0.255 7.59% 1 2 0.9621 14.6.9.9. 6.7 1.47 NO ODs/concentration
SLS-B7 (50 ug/ml ) ] o 100, 68, 46.3, 31.5, 21.4, R&D: 3 replicate
NR 1 hr) 39.1 0.136 4-Sep-02 0.330 3.18% 1 2 0.9749 14.6.9.9. 6.7 1.47 NO ODs/concentration
SLS-B8 (25 ug/ml ) ] o 100, 68, 46.3, 31.5, 21.4, R&D: 3 replicate
NR 3 hr) 36.5 0.126 4-Sep-02 0.508 3.64% 1 3 0.9639 14.6.9.9. 6.7 1.47 NO ODs/concentration
SLS-B9 (50 ug/ml ) ] o 100, 68, 46.3, 31.5, 21.4, R&D: 3 replicate
NR 3 hr) 33.1 0.115 4-Sep-02 0.457 1.39% 1 4 0.9678 14.6.9.9. 6.7 1.47 NO ODs/concentration
SLS-B11 42.9 0.149 9-Sep-02 0.349 6.33% 1 2 0.9332 :1]20é 698’942'3' 315,214, 1.47 YES
SLS-B12 35.3 0.123 10-Sep-02 0.326 5.41% 1 3 0.9211 :1]20é 698’942'3' 315,214, 1.47 YES
SLS-B13 33.0 0.114 10-Sep-02 0.414 6.50% 1 4 0.8802 :1]20é 698’942'3' 31.5,214, 1.47 YES
SLS-B14 (33 ug/ml } ] o 100, 68, 46.3, 31.5, 21.4,
NR) 37.6 0.130 11-Sep-02 0.347 1.97% 1 3 0.9241 14.6,9.9. 6.7 1.47 YES
ﬁ'&?‘Bﬁ @3ugimh o8 0.148 | 11-Sep-02 | 0.303 3.16% 1 1 0.8408 12061 698;942'3' 3152141 447 NO |Inadequate curve fit.
SLS-B16 (33 ug/ml } ] o 100, 68, 46.3, 31.5, 21.4,
NR) 34.8 0.121 11-Sep-02 0.345 3.43% 1 2 0.9770 14.6,9.9. 6.7 1.47 YES
SLS-B17 (33 ug/ml } ] o 100, 68, 46.3, 31.5, 21.4, VC difference > 15%. No
NR) 34.3 0.119 11-Sep-02 0.389 17.94% 0 4 0.8377 14.6,9.9. 6.7 1.47 NO points between 10 & 50%.
SLS-B18 39.2 0.136 17-Sep-02 0.430 7.88% 1 2 0.9472 :1]20é 698’942'3' 31.5,214, 1.47 YES
SLS-B19 447 0.155 17-Sep-02 0.422 13.89% 1 1 0.9389 :1]20é 698’942'3' 31.5,214, 1.47 YES
SLS-B20 34.8 0.121 17-Sep-02 0.445 4.12% 1 3 0.9364 :1]20é 698’942'3' 31.5,214, 1.47 YES
SLS-B21 38.6 0.134 17-Sep-02 0.402 1.66% 1 3 0.8969 :1]20é 698’942'3' 31.5,214, 1.47 YES
SLS-B22 43.5 0.151 18-Sep-02 0.394 2.94% 1 1 0.9271 :1]20é 698’942'3' 31.5,214, 1.47 YES
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IC50 Test . Difference of
(ug/mL) Chemical |Mean Vehicle| o i et vc | Numberof | Numberof 1o, 0pn, Dilution | Acceptable Rationale for
Experiment I.D." ; IC50 (mM) .| Control (VC) | ¢ Points Points Dilutions  (ug/mL)’ e
P o2k Decimal Application oD? fomjimean 0-50% | 50-100 % PRISM)® Factor® Tests® Unacceptability
Format Date vec? Bt : °
SLS-B23 39.7 0.138 18-Sep-02 0.423 1.71% 1 2 0.9253 12061 698 ’942'3‘ 315,214, 1.47 YES
100, 68, 46.3, 31.5, 21.4 No points between 10 &
SLS-B24 45.6 0.158 18-Sep-02 0.283 10.48% 0 2 0.8502 | ¢ 50y 1.47 NO 50%.
100, 68, 46.3, 31.5, 21.4 No points between 50 &
SLS-B25 44.6 0.155 18-Sep-02 0.311 13.03% 1 0 0.8784 | ¢ 5o 67 1.47 NO 90%
Phase Ib
ECBC-3T3-1b-01 o 100, 68, 46.3, 31.5, 21.4,
SLo.P1 34.0 0.118 22-Jan-03 0.300 2.23% 1 3 0.9245 |1, 00 67 1.47 YES
ECBC-3T3-1b-01 o 100, 68, 46.3, 31.5, 21.4,
SLe.pa 31.3 0.109 22-Jan-03 0.214 2.18% 1 4 0.8744 | ¢ 5o 67 1.47 YES
ECBC-3T3-1b-02 . 100, 68, 46.3, 31.5, 21.4, VC difference > 15%; IC50
SLe.p3 13.2 0.046 29-Jan-03 0.270 23.27% 2 3 0.8703 |1, 50 67 1.47 NO out of range
ECBC-3T3-1b-03 o 100, 68, 46.3, 31.5, 21.4,
sLs.pa 56.1 0.195 4-Feb-03 0.438 7.34% 1 2 0.8206 |1, ¢ 00 67 1.47 NO IC50 out of range
ECBC-3T3-1b-04 . 100, 68, 46.3, 31.5, 21.4,
SLe.ps 43.0 0.149 25-Feb-03 0.750 3.31% 1 1 0.9827 | ¢ 50 67 1.47 YES
ECBC-3T3-1b-05 . 100, 68, 46.3, 31.5, 21.4,
SLe.p7 40.8 0.141 26-Feb-03 0.443 6.47% 1 1 0.9702 |, 5o ey 1.47 YES
ECBC-3T3-1b-06 . 100, 68.0, 46.3, 31.5,
SLS.PY 44.9 0.156 4-Mar-03 0.450 3.57% 1 1 0.9403 |, 0746 00 6.7 1.47 YES
ECBC-3T3-1b-07 . 80.0, 66.1, 54.6, 45.2,
SLS.p12 37.3 0.129 11-Mar-03 0.568 10.54% 1 4 0.9314 |3 a0's 255 01 1 1.21 YES
ECBC-3T3-1b-08 o 80.0, 66.1, 54.6, 45.2,
SLs.p13 47.2 0.164 18-Mar-03 0.517 6.58% 1 1 0.9566  |o'3"30's 255 o1 1 1.21 YES
Phase Il
_ _Jun- o, 80, 66.1, 54.6, 45.2, 37.3,
SLS-P1 414 0.144 17-Jun-03 0.409 4.01% 3 3 09561 | 0'e"oe's o1 1 1.21 YES
SLS-P2 36.1 0125 | 17-Jun03 | 0.452 16.14% 3 4 0.9411 §8’8662';'5542'?’ 145'2' 373 404 NO  |%VC difference > 15
_ _Jun- o, 80, 66.1, 54.6, 45.2, 37.3,
SLS-P3 445 0.154 24-Jun-03 0.427 8.32% 3 3 09434 | e e oy 1.21 YES
_ _Jun- o, 80, 66.1, 54.6, 45.2, 37.3,
SLS-P4 39.5 0.137 24-Jun-03 0.460 0.14% 3 4 09202 | e e o) 1.21 YES
_ _Jul- o, 80, 66.1, 54.6, 45.2, 37.3,
SLS-P5 44.2 0.153 1-Jul-03 0.619 2.60% 3 4 09365 | 'a"oe's oy s 1.21 YES
_ _Jul- o, 80, 66.1, 54.6, 45.2, 37.3,
SLS-P6 37.8 0.131 1-Jul-03 0.563 3.20% 2 4 09361 | e oe's oy 1 1.21 YES
i o o 80, 66.1, 54.6, 45.2, 37.3,
SLS-P7 42.1 0.146 8-Jul-03 0.485 5.48% 1 5 09162 | e oe'e oy 1.21 YES
_ _Jul- o, 80, 66.1, 54.6, 45.2, 37.3,
SLS-P8 415 0.144 8-Jul-03 0.630 4.97% 2 4 09461 | e oe's oy s 1.21 YES
_ _Jul- o, 80, 66.1, 54.6, 45.2, 37.3,
SLS-P9 40.3 0.140 15-Jul-03 0.450 6.36% 1 5 09250 | e e oy 1.21 YES
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IC50 Test . Difference of
M Vehicl . Numb f Numb f L.
. , (ug/mL) 1C50 (mM) Chemical Ci?:t‘ror(\ll‘(::;a right/left VC uPn;i:trso uPn;i:trso R2 (from _ ; Dilution Acceptable Rationale for
Experiment .D. Decimal Application , from mean - s | PRISM)® PHRED  (RET) Factor® Tests® Unacceptability
Format Date oD vec? 0=50% =

SLS-P10 35.2 0122 | 15-Ju-03 | 0629 4.12% 3 3 0.9751 38’8662';'5542'?’ 145'2' 3730 421 YES
SLS-P11 38.7 0134 | 22-Ju-03 | 0488 3.70% 2 4 0.9769 gg’ 8662';' 5542"15’ 145'2' 3730 421 YES
SLS-P12 39.1 0136 | 22-Ju-03 | 0554 1.92% 3 4 0.9760 38’8662';'5542'?’ 145'2' 3730 421 YES
SLS-P13 416 0144 | 29-Ju-03 |  0.700 0.18% 3 4 0.9440 38’8662';'5542'?’ 145'2' 3730 421 YES
SLS-P14 407 0141 | 29-Ju-03 | 0.730 3.11% 3 4 0.9663 38’8662';'5542'?’ 145'2' 3730 421 YES
SLS-P15 432 0150 | 5-Aug-03 | 0.649 0.59% 2 4 0.9591 38’8662';'5542'?’ 145'2' 3730 421 YES
SLS-P16 44.1 0153 | 6-Aug-03 | 0276 3.23% 4 4 0.9790 gg’ 8662';' 5542"15’ 145'2' 3730 421 YES
SLS-P17 37.3 0129 | 31-Aug03 | 0.710 5.38% 2 4 0.9482 38’8662';'5542'?’ 145'2' 3730 421 YES
SLS-P18 sealer 324 0112 | 31-Aug-03 |  0.545 4.39% 3 3 0.8897 38’8662';'5542'?’ 145'2' 3730 421 NO  |R&D
SLS-P19 414 0144 | 1-Sep-03 | 0613 2.00% 3 3 0.9625 38’8662';'5542'?’ 145'2' 3730 421 YES

] Sen. . 80, 66.1, 54.6, 45.2, 37.3,
SLS-P20 38.4 0133 | 9-Sep-03 | 0.350 0.88% 3 4 00350 |30 010 1.21 YES

] Sen. . 80, 66.1, 54.6, 45.2, 37.3,
SLS-P21 43.0 0.149 | 23-Sep-03 |  0.650 3.04% 2 4 0.9637 |20 010 1.21 YES

] Oct. . 80, 66.1, 54.6, 45.2, 37.3,
SLS-P22 412 0143 | 29-0ct-03 |  0.406 1.21% 3 4 00289 o0 0100 1.21 YES

] Nov. . 80, 66.1, 54.6, 45.2, 37.3,
SLS-P23 418 0145 | 4-Nov-03 | 0378 8.20% 4 4 00577 |20 010 1.21 YES

] Nov. . 80, 66.1, 54.6, 45.2, 37.3,
SLS-P24 44.7 0155 | 5Nov-03 | 0.333 3.43% 4 3 00518 |20 010 1.21 YES
Phase lll
SLS-P1 375 0130 | 13-Jan-04 | 0.355 3.82% 3 3 0.8860 gg'g' gg';' 22'2’ ‘z‘ff 1.21 YES
SLS-P2 34.9 04121 | 13-Jan-04 | 0.442 8.96% 3 3 0.9641 gg'g' gg';' 22'2’ ‘z‘ff 1.21 YES
SLS-P3 408 0142 | 21-Jan-04 | 0.461 4.62% 2 3 0.9751 gg'g' gg';' 22'2’ ‘z‘ff 1.21 YES
SLS-P4 29.4 0102 | 21-Jan-04 |  0.511 3.62% 2 3 0.9672 gg'g' gg';' 22'2’ ‘z‘ff 1.21 NO  [IC50 out of range
SLS-P5 437 0151 | 27-Jan-04 | 0.299 2.09% 3 4 0.9766 gg'g' gg';' 22'2’ ‘z‘ff 1.21 YES
SLS-P6 428 0148 | 27-Jan-04 | 0.384 1.89% 2 3 0.9558 gg'g' gg';' 22'2’ ‘z‘ff 1.21 YES
SLS-P7 431 0149 | 3-Feb-04 | 0378 6.60% 4 4 0.9779 gg'g' gg';' 22'2’ ‘z‘ff 1.21 YES
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) a (ulgli?L) IC50 Ch:‘:itcal ngiirt\r\;r?\i;(::l;a [r)i:f:t'fl’:ftt: flgf NuPn;:)r:atrsof NuPn;:)r:atrsof R2 (from o , Dilution Acceptable Rationale for
Experiment |.D. Decimal L) Application , from mean . s | PRISM)® PHRED  (RET) Factor® Tests® Unacceptability
Format Date oD vec? 0=50% =
SLs-P8 385 0134 | 3-Feb-04 | 0379 7.38% 2 4 0.9662 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P9 385 0134 | 10-Feb-04 | 0375 8.36% 3 4 0.9315 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P10 35.9 0.124 | 10-Feb-04 | 0374 3.25% 3 4 0.9640 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P11 405 0.140 | 24-Feb-04 | 0297 2.83% 3 4 0.9554 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P12 37.3 0129 | 24-Feb-04 | 0334 0.02% 2 3 0.9665 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P13 39.3 0136 | 25-Feb-04 | 0.385 0.30% 3 4 0.9624 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P14 37.9 0132 | 25Feb-04 | 0.422 5.43% 4 4 0.9561 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P15 44.7 0155 | 2-Mar-04 | 0526 3.85% 2 5 0.9840 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P16 419 0.145 | 2-Mar-04 | 0.605 0.29% 2 4 0.9739 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P17 38.9 0135 | 3-Mar-04 | 0453 7.56% 3 4 0.9496 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLs-P18 355 0123 | 3-Mar04 | 0522 0.59% 3 3 0.9404 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P19 413 0143 | 9-Mar04 | 0539 7.29% 3 4 0.9586 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P20 37.7 0.131 9-Mar04 | 0.535 0.73% 2 4 0.9731 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P21 427 0148 | 16-Mar04 | 0.563 0.59% 2 3 0.9849 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P22 38.9 0135 | 16-Mar04 | 0.548 0.03% 3 4 0.9759 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLs-P23 43.4 0150 | 23-Mar04 | 0.632 3.43% 3 4 0.9714 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P24 42.1 0.146 | 23-Mar04 | 0.707 2.19% 2 4 0.9858 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P25 52.7 0183 | 30-Mar-04 | 0.667 2.75% 2 5 0.9661 23121 gg:;: gg:gi ‘2“13? 1.21 NO  [IC50 out of range
SLS-P26 43.0 0.149 | 30-Mar04 | 0.623 0.88% 3 3 0.9556 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
sLs-P27 45.9 0159 | 6-Apr-04 | 0521 2.17% 2 4 0.9766 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P28 43.9 0152 | 6-Apr-04 | 0614 1.41% 3 4 0.9785 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P29 46.3 0.161 | 13-Apr-04 | 0477 4.37% 3 5 0.9579 |800.66.1,54.6,452, 1.21 YES

37.3,30.8,25.5,21.1
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i . (ulgli?L) IC50 Ch:‘:itcal ngiirt\r\;r?\i;(::l;a ?ig:t??:fﬁlgf NuPn;:)r:atrsof NuPn;:)r:atrsof R2 (from o , Dilution Acceptable Rationale for
Experiment .D. Decimal L) Application , from mean . s | PRISM)® PHRED  (RET) Factor® Tests® Unacceptability
Format Date oD vec? 0=50% =

SLS-P30 43.1 0.149 | 13-Apr-04 |  0.609 1.67% 1 5 0.9420 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P31 44.1 0153 | 20-Apr-04 | 0473 5.99% 1 5 0.9456 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P32 39.4 0136 | 20-Apr-04 |  0.481 2.79% 3 4 0.9762 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P33 448 0155 | 27-Apr-04 | 0434 8.49% 2 4 0.9548 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P34 421 0146 | 27-Apr-04 |  0.448 8.96% 3 4 0.9624 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P35 493 0471 | 4-May-04 | 0611 1.23% 3 4 0.9828 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P36 424 0147 | 4-May-04 | 0.680 4.09% 2 4 0.9626 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P37 448 0155 | 11-May-04 |  0.588 2.31% 2 5 0.9713 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P38 432 0150 | 11-May-04 |  0.682 3.69% 3 4 0.9645 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P39 37.8 0131 | 18-May-04 | 0418 7.64% 3 4 0.9578 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P40 37.0 0128 | 18-May-04 |  0.408 1.70% 2 4 0.9541 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P41 45.0 0156 | 25-May-04 |  0.506 2.77% 2 5 0.9772 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P42 421 0146 | 25-May-04 | 0.575 1.65% 2 4 0.9733 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P43 42.8 0.148 | 15-Jun-04 |  0.698 6.20% 3 4 0.9689 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P44 422 0.146 | 15-Jun-04 |  0.695 8.92% 4 4 0.9648 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P45 45.9 0159 | 22-Jun-04 |  0.561 1.81% 3 5 0.9718 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P46 46.1 0.160 | 22-Jun-04 |  0.650 1.33% 2 5 0.9772 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P47 40.2 0139 | 20-Jun-04 |  0.421 8.18% 4 4 0.9603 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P48 37.6 0130 | 29-Jun-04 |  0.468 10.36% 3 4 0.9512 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P49 40.2 0139 | 13-Jul04 | 0325 12.65% 4 4 0.9524 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

SLS-P50 NA NA 20-Ju-04 | 0414 4.06% 1 1 NA 23121 gg:;: gg:gi ‘z‘ff 1.21 NO '5358 outof range; 1C50 >
SLS-P51 NA NA 20-Jul-04 | 0414 16.20% 1 5 NA 23121 gg:;: gg:gi o2 121 NO '5358 O\ range: 1659 6
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i . (ulgli?L) IC50 Ch:‘:itcal ngiirt\r\;r?\i;(::l;a ?ig:t??:fﬁlgf NuPn;:)r:atrsof NuPn;:)r:atrsof R2 (from o , Dilution Acceptable Rationale for
Experiment .D. Decimal L) Application , from mean . s | PRISM)® PHRED  (RET) Factor® Tests® Unacceptability
Format Date oD vec? 0=50% =
SLS-P52 NA NA 27-Jul-04 | 0.471 14.02% 3 1 NA 23121 gg:;: gg:gi ‘z‘ff 1.21 NO '3%*.3; outof range; 1C50 <
SLS-P53 NA NA 27-Jul-04 | 0555 8.43% 5 1 NA 23121 gg:;: gg:gi ‘z‘ff 1.21 NO '3%*.3; outof range; 1C50 <
SLS-P54 44.1 0153 | 10-Aug-04 | 0.797 1.55% 3 5 0.9653 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P55 451 0156 | 10-Aug-04 |  0.658 5.46% 3 4 0.9570 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P56 NA NA 17-Aug-04 | 0372 34.25% 2 5 NA 23121 gg:;: gg:gi ‘z‘ff 1.21 NO i‘; fails; % VC difference >
SLS-P57 404 0140 | 17-Aug-04 | 0523 6.59% 4 4 0.9579 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P58 471 0163 | 24-Aug-04 | 0477 4.19% 2 5 0.9215 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P59 406 0141 | 24-Aug-04 |  0.462 7.30% 4 4 0.9589 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P60 53.7 0186 | 31-Aug-04 | 0.754 3.56% 2 6 0.8457 23121 gg:;: gg:gi ‘2“13? 1.21 NO  [IC50 out of range
SLS-P61 60.1 0208 | 31-Aug-04 | 0.726 3.36% 2 6 0.9203 23121 gg:;: gg:gi ‘2“13? 1.21 NO  [IC50 out of range
SLS-P62 434 0150 | 14-Sep-04 |  0.635 5.64% 2 5 0.9006 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P63 414 0144 | 14-Sep-04 |  0.625 6.52% 2 5 0.9614 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P64 37.4 0130 | 28-Sep-04 | 0473 6.10% 3 4 0.9400 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P65 38.8 0135 | 28-Sep-04 | 0.394 4.91% 3 4 0.9681 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P66 37.0 0128 | 50ct04 | 0520 3.86% 2 4 0.9495 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P67 334 0.116 50ct:04 | 0554 4.23% 3 3 0.9603 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P68 427 0148 | 19-Oct04 | 0472 0.62% 2 5 0.9632 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P69 436 0151 | 19-Oct-04 |  0.349 0.38% 1 5 0.9659 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P70 39.7 0138 | 26-Oct-04 | 0.468 3.33% 3 4 0.9687 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P71 44.9 0156 | 27-Oct04 | 0.504 3.38% 2 3 0.9416 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P72 45.8 0159 | 2-Nov-04 | 0517 1.76% 3 5 0.9405 23121 gg:;: gg:gi ‘z‘ff 1.21 YES
SLS-P73 45.7 0158 | 2-Nov-04 | 0517 0.08% 2 5 0.9685 23121 gg:;: gg:gi ‘z‘ff 1.21 YES

I-166




Draft In Vitro Acute Toxicity test Methods BRD: Appendix I3

3T3 NRU SLS Data

17 Mar 2006

IC50 Test . Difference of
(ug/mL) Chemical |Mean Vehicle| o i et vc | Numberof | Numberof 1o, 0pn, Dilution | Acceptable Rationale for
Experiment I.D." ; IC50 (mM) .| Control (VC) | ¢ Points Points Dilutions  (ug/mL)’ e
P o2k Decimal Application oD? fomjimean 0-50% | 50-100 % PRISM)® Factor® Tests® Unacceptability
Format Date vec? Bt : °
SLS-P74 466 0161 | 16-Nov-04 |  0.510 0.42% 2 5 0.9461 [80:0,66.1,54.6,45.2, 1.21 YES

37.3,30.8,25.5,21.1

I-167




Draft In Vitro Acute Toxicity test Methods BRD: Appendix I3

3T3 NRU SLS Data

17 Mar 2006

1C50 Test . Difference of
; (ug/mL) Chemical |Mean Vehicle| o i et vc | Numberof | Numberof 1o, 0pn, - Dilution | Acceptable Rationale for
Experiment I.D." : IC50 (mM) .| Control (VC) | ¢ Points Points Dilutions  (ug/mL)’ o
P o2k Decimal Application oD? fomjimean 0-50% | 50-100 % PRISM)® Factor® Tests® Unacceptability
Format Date vc? B : °
Phase la
B1(1a/3T3/DF1/FA ] ] o 400, 200, 100, 50, 25, No point between 10 & 50%
L/SLS) 53.9 0.187 3-Sep-02 0.402 11.18% 0 1 0.9577 12.5. 6.3, 3.1 2.00 NO viability
B2(1a/3T3/DF2/FA ] ] o 400, 200, 100, 50, 25, Bad values for 6.3 ug/mL
L/SLS) NA NA 3-Sep-02 0.419 telita 1 1 0.7691 1455 6.3 3.1 2.00 NO | ells. VC difference > 15%.
B3(1a/3T3/DF3/FA ] ] o 400, 200, 100, 50, 25, No point between 10 & 50%
L/SLS) 50.8 0.176 3-Sep-02 0.420 3.73% 0 1 0.9583 12.5. 6.3, 3.1 2.00 NO viability
E/lls(lg/)3T3/DF4/FA 44 .4 0.154 3-Sep-02 0.490 2.60% 1 1 0.9800 411205’ 2:2, :13010’ 50, 25, 2.00 NO
B5(1a/3T3/DF5/FA ] ] o 400, 200, 100, 50, 25, No point between 10 & 50%
L/SLS) 51.0 0.177 3-Sep-02 0.503 8.01% 0 1 0.9812 12.5. 6.3, 3.1 2.00 NO viability
B6(1a/3T3/DF6/FA ] ] o 400, 200, 100, 50, 25, No point between 50 & 90%
L/SLS) 49.8 0.173 3-Sep-02 0.441 6.29% 1 0 0.9517 12.5. 6.3, 3.1 2.00 NO viability.
1 0,

D e TOFTIFA | 542 0.188 | 4-Sep02 | 0408 5.64% 0 1 08134 100 200 100 90,25, 2.00 NO |V bentbetween 10 & 50%

VC difference > 15%. No
B8(12/3T3/DF8/FA 50.2 0.174 4-Sep-02 0.337 34.90% 0 1 0.8010 400,200, 100, 50, 25, 2.00 NO point between 10 & 50%
L/SLS) 12.5,6.3, 3.1 viability
B9(1a/3T3/DF9/FA ) ] o 400, 200, 100, 50, 25, No point between 10 & 50%
L/SLS) 52.1 0.181 4-Sep-02 0.484 0.79% 0 1 0.9657 12.5. 6.3, 3.1 2.00 NO viability
B10(1a/3T3/DF10/ ) ] o 400, 200, 100, 50, 25, No point between 10 & 50%
FAL/SLS) 52.5 0.182 4-Sep-02 0.459 7.20% 0 1 0.9389 12.5. 6.3, 3.1 2.00 NO viability
B11(1a/3T3/DF11/F ) ] o 400, 200, 100, 50, 25, No point between 10 & 50%
AL/SLS) 46.4 0.161 4-Sep-02 0.509 6.94% 0 3 0.9422 12.5. 6.3, 3.1 2.00 NO viability
1a/3T3/DF14/FAL/ o 150, 102, 69.4, 47.2, )
sLs 23.0 0.080 18-Sep-02 0.900 3.51% 1 3 0.8277 32.1.21.9. 14.9,. 10.1 1.47 NO Inadequate curve fit.
1a/3T3/DF15/FAL/ 150, 102, 69.4, 47.2 No point between 50 & 90%

46.7 0.162 18-Sep-02 0.547 7.61% 1 0 0.9736 / ’ . ’ 1.47 NO L

SLS 32.1,21.9, 14.9, 10.1 viability

VC difference > 15%. No
1S|a_/§T3/DF16/FAL/ 42.4 0.147 18-Sep-02 0.590 21.70% 1 0 0.9833 :13201’ 12({12’96?;:154:&)211 1.47 NO point between 50 & 90%

e viability.

1a/3T3/DF17/FAL/ o 150, 102, 69.4, 47.2, No point between 50 & 90%
sLs 46.6 0.161 18-Sep-02 0.442 4.00% 1 0 0.8646 32.1.21.9. 14.9. 10.1 1.47 NO viability
1a/3T3/DF18/FAL/ o 150, 102, 69.4, 47.2, )
sLs 22.6 0.078 18-Sep-02 0.920 4.36% 2 3 0.8319 32.1.21.9. 14.9,. 10.1 1.47 NO Inadequate curve fit.
1a/3T3/DF19/FAL/ o 150, 102, 69.4, 47.2, )
sLs 231 0.080 18-Sep-02 0.936 4.30% 1 3 0.8350 32.1.21.9. 14.9. 10.1 1.47 NO Inadequate curve fit.
1a/3T3/DF28/FAL/ o 100, 68.0, 46.3, 31.5, No point between 10 & 50%
sLs 48.0 0.166 22-Oct-02 0.488 9.05% 0 1 0.9570 21.4.14.6,9.9. 6.7 1.47 NO viability
1a/3T3/DF29/FAL/ o 100, 68.0, 46.3, 31.5, No point between 10 & 50%
sLs 50.7 0.176 22-Oct-02 0.579 10.46% 0 3 0.8773 21.4.14.6,9.9. 6.7 1.47 NO viability
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IC50 Test . Difference of
; (ug/mL) Chemical |Mean Vehicle| o i et vc | Numberof | Numberof 1o, 0pn, - Dilution | Acceptable Rationale for
Experiment I.D." : IC50 (mM) .| Control (VC) | ¢ Points Points Dilutions  (ug/mL)’ o
P o2k Decimal Application oD? fomjimean 0-50% | 50-100 % PRISM)® Factor® Tests® Unacceptability
3 = o = ()
Format Date vC
1a/3T3/DF30/FAL/ . 100, 68.0, 46.3, 31.5,
s 42.0 0.146 23-0ct-02 0.768 6.31% 1 3 0.9433 |5 u 6 06,67 147 YES
1a/3T3/DF31/FAL/ ) 100, 68.0, 46.3, 31.5, No point between 10 & 50%
s 46.8 0.162 23-0ct-02 0.795 2.60% 0 4 0.9321 |, "h e 06,67 147 NO | oy
1a/3T3/DF 32/FAL/ . 100, 68.0, 46.3, 31.5, No point between 10 & 50%
s 49.0 0.170 23-0ct-02 0.784 0.24% 0 1 0.9725 |, a6 06,67 147 NO | oy
1a3T3DF33FALSL . 100, 82.6, 68.3, 56 4,
s 489 0.169 30-Oct-02 0.676 2.03% 1 2 0.9532 |, et 51 264 1.21 YES
1a3T3DF34FALSL . 100, 82.6, 68.3, 56.4,
s 48.0 0.166 30-Oct-02 0.636 4.77% 1 2 0.9788 |, 0 310 264 1.21 YES
1a3T3DF35FALSL . 100, 76.9, 59.2, 45.5, 35,
s 487 0.169 30-Oct-02 0.684 2.23% 1 2 0981 | ¢ 507 169 1.30 YES
1Sa3T3DF36FA"SL 53.0 0184 | 30-Oct-02 | 0.545 4.83% 1 1 0.8486 ;gog’ 726697' 519529' 455,351 430 NO [Inadequate curve fit.
1a3T3DF37FALSL ) 100, 76.9, 59.2, 45.5, 35,
18 —— 50.8 0.176 31-Oct-02 0.660 1.09% 1 3 09261 |occ 507 159 1.30 YES
a 100, 76.9, 59.2, 45.5, 35
o 51.4 0.178 31-0ct-02 0.612 9.54% 1 4 0.9057 |oec 507 159 1.30 YES
1a3T3DF39FALSL ) 100, 82.6, 68.3, 56.4,
s 51.3 0.178 31-Oct-02 0.630 0.19% 1 2 0.9749 | o0 et 31 264 1.21 YES
1a3T3DF40FALSL . 100, 82.6, 68.3, 56.4,
18 — 52.5 0.182 31-Oct-02 0.669 6.97% 1 1 0.9879 |, 0t 310 264 1.21 YES
a 100, 82.6, 68.3, 56.4
N o ,82.6,68.3,56.4,
o 471 0.163 5-Nov-02 0.581 3.57% 1 3 0.9757 |, a5 319, 26.9 1.21 YES
1a3T3DF42FALSL . 100, 82.6, 68.3, 56.4,
s 46.8 0.162 5-Nov-02 0.564 11.34% 1 3 0.9468 |, acC 310 264 1.21 YES
1a3T3DF43FALSL ) 100, 82.6, 68.3, 56.4,
18 — 36.6 0.127 6-Nov-02 0.649 6.40% 1 3 0.8929 |, ot 51 264 1.21 YES
a 100, 82.6, 68.3, 56.4
N 0 ,82.6,68.3,56.4,
o 448 0.155 6-Nov-02 0.605 1.06% 2 3 0.9258 |, 0t 310 264 1.21 YES
1a3T3DF45FALSL . 100, 82.6, 68.3, 56.4,
s 407 0.141 12-Nov-02 0.618 0.88% 1 3 0.9756 |, as 6 319 269 1.21 YES
1a3T3DF46FALSL . 100, 82.6, 68.3, 56.4,
s 423 0.147 12-Nov-02 0.665 0.86% 1 3 0.9599 |, ot 51 264 1.21 YES
1a3T3DF47FALSL . 100, 82.6, 68.3, 56.4,
s 42.1 0.146 12-Nov-02 0.674 3.71% 1 2 0981 |, 08 316, 26.3 1.21 YES
1a3T3DF48FALSL ) 100, 82.6, 68.3, 56.4, . .
s 37.9 0.131 13-Nov-02 0.531 15.94% 2 3 08139 |00 ot 310 264 1.21 NO  |VC difference > 15%.
1a3T3DF49FALSL . 100, 82.6, 68.3, 56.4,
s 38.7 0.134 13-Nov-02 0.561 14.96% 1 3 0.8648 |, 5o 319 264 1.21 YES
1a3T3DF50FALSL ) 100, 82.6, 68.3, 56.4,
s 406 0.141 13-Nov-02 0.533 11.42% 2 3 0.9179 |, et 310 264 1.21 YES
1a3T3DF51FALSL ) 100, 82.6, 68.3, 56.4,
s 40.3 0.140 20-Nov-02 0.689 0.29% 1 3 0.9478 | o ot 310 264 1.21 YES
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1C50 Test . Difference of
(ug/mL) Chemical “gea't‘ th\',‘(’:'e right/left VC N“P"‘Pet’ &l N“P"‘Pet’ °f lR2  (from Dilution | Acceptable Rationale for
Experiment LD.' | pocimal | 'C30 (MM) | A0 licati ontrol (VC) | ¢ 1 mean OlLE OlLE 7 Dilutions  (ug/mL)’ 9 s
pplication oD? 0-50 %* 50 - 100 %> PRISM) Factor® Tests' Unacceptability
Format Date ve? s : °
1a3T3DF52FALSL o 100, 82.6, 68.3, 56.4,
s 425 0.147 20-Nov-02 0.780 1.37% 1 3 0.9682 46.7. 38.6, 31.9. 26.3 1.21 YES
1a3T3DF53FALSL o 100, 82.6, 68.3, 56.4,
s 39.9 0.138 20-Nov-02 0.692 7.30% 2 3 0.9403 46.7. 38.6, 31.9. 26.3 1.21 YES
Phase Ib
1b3T3CRT1FALSLS 34.4 0.119 4-Dec-02 0.618 16.76% 3 2 0.8479 113206 8321'69’ 62863:; 564,467, 1.21 NO VC difference > 15%
1b3T3CTR2FALSLS 48.8 0.169 10-Dec-02 0.545 6.73% 1 2 0.9409 113206 8321'69’ 62863:; 56.4,46.7, 1.21 YES
100, 82.6, 68.3, 56.4, 46.7, IC50 out of range; no points
1b3T3CTRFALSLS 24.5 0.085 17-Dec-02 0.453 1.97% 1 0 0.8653 38.6,31.9, 26.3 1.21 NO between 50 & 90% viability
100, 82.6, 68.3, 56.4
Jan o , , , ,
1b3T3CTRFALSLS 43.5 0.151 7-Jan-03 0.597 2.23% 1 2 0.9631 46.7. 38.6, 31.9. 26.3 1.21 YES
100, 82.6, 68.3, 56.4, NR crystals in plate; stopped
- | 0,
1b3T3CTRFALSLS 50.9 0.176 8-Jan-03 0.271 14.37% 1 1 0.9136 46.7. 38.6, 31.9. 26.3 1.21 YES after 1 h
100, 82.6, 68.3, 56.4
Jan. o , , , ,
1b3T3CRTFALSLS 43.2 0.150 14-Jan-03 0.625 3.68% 1 3 0.9163 46.7. 38.6, 31.9. 26.3 1.21 YES
1b3T3CRT2FALSL o 100, 82.6, 68.3, 56.4,
s 324 0.112 14-Jan-03 0.417 5.55% 1 2 0.9377 46.7. 38.6, 31.9. 26.3 1.21 YES
82.6,67.7, 56.0, 42.29,
1b3T3CRTFALSLS 70.1 0.243 15-Jan-03 0.432 2.31% 1 2 0.9000 |[38.25, 31.61, 1.21 YES IC50 out of range
26.13,21.59
100.00, 82.64, 68.30,
1b3T3CRTFALSLS 35.3 0.122 21-Jan-03 0.651 1.86% 1 2 0.9727 |56.45, 46.65, 38.55, 1.21 YES
31.86, 26.33
NR crystals in plate; stopped
100, 82.6, 68.3, 56.4 after 1 h; VC difference >
o 5 , , , , ;
1b3T3CRTFALSLS 38.1 0.132 28-Jan-03 0.181 17.95% 1 0 0.9716 46.7,38.6, 31.9, 26.3 1.21 NO 15%: no point between 50 &
90% viability
100, 68.02, 46.28, 31.48 No point between 10 & 50%
an. o , , , ,
1b3T3CRTFALSLS 58.7 0.204 29-Jan-03 0.646 8.07% 0 2 0.9573 2142, 14.57, 9.91, 6.74 NO viability
100, 82.6, 68.3, 56.4
Fah. o , , , ,
1b3T3CRTFALSLS 44.3 0.154 4-Feb-03 0.662 0.79% 1 1 0.9848 46.7. 38.6, 31.9. 26.3 1.21 YES
100, 82.645, 68.301,
1b3T3CRTFALSLS 36.8 0.128 5-Feb-03 0.566 1.65% 1 1 0.9867 |56.447, 46.651, 38.554, 1.21 YES
31.863, 26.333
100, 82.6, 68.3, 56.4
e o , , , ,
1b3T3CRTFALSLS 48.0 0.166 26-Feb-03 0.310 15.17% 1 2 0.9457 46.7. 38.6, 31.9. 26.3 1.21 YES
Phase ll
_Jun- o 100, 82.6, 68.5, 56.5,
A1SLS190603 49.1 0.170 17-Jun-03 1.031 2.49% 2 5 0.7802 46.7. 38.6. 31.9. 26.4 1.21 NO r2 too low
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Experiment I.D." é{%}:‘;)l IC50 (mM) ACh:f:it‘ia' ngii't‘r\;f?\ll‘g;a [’)f'?ﬁigiz'? NuPn;?:trsOf NuPn;?:trsOf R2 (fr:’ ™ Dilutions  (ugimL) ilution Accepta:’ e FEUChE S
Decima ppl;l:taetlon oD? ver 0-50 %* 50 - 100 %> PRISM) Factor® Tests' Unacceptability
2936%23'8'-32"“' 54.6 0189 | 18-Jun-03 | 0.684 6.26% 4 3 0.9851 12?7”8325%]6381'%’52%2 1.21 YES
23'5323'8'-3"*2'2 50.8 0176 | 24-Jun-03 | 0.483 3.45% 3 4 0.9788 12?7”8325%]6381'%’52%2 1.21 YES
;%'5323'8'-3"*2'2 50.7 0176 | 25-Jun-03 |  0.564 0.19% 2 2 0.9878 12?7”8325%]6381'%’52%2 1.21 YES
gﬁ';%?-s'-s'm 01 575 0.199 1-Jul-03 0.516 7.13% 1 4 0.9913 12?7”8325%]6381'%’52%2 1.21 YES  |IC50 out of range
5%'5'3”'8'-3'04'0 55.8 0.193 2-Jul-03 0.562 4.86% 4 3 0.9788 12?7”8325%]6381'%’52%2 1.21 NO  [IC50 out of range
5%'5'3”'8'-3'10'0 525 0.182 8-Jul-03 0.640 0.86% 2 3 0.9794 12?7”8325%]6381'%’52%2 1.21 YES
ig'-'ﬂ?"s'-s'“ 071 506 0.175 9-Jul-03 0.533 2.92% 2 3 0.9869 12?7”8325%]6381'%’52%2 1.21 YES
5%'5'3”'8'-3'17'0 50.2 0174 | 15Jul03 | 0.708 0.81% 2 3 0.9905 12?7”8325%]6381'%’52%2 1.21 YES
5%'5'3”'8'-3'18'0 432 0150 | 16-Jul03 |  0.502 5.68% 2 3 0.9763 12?7”8325%]6381'%’52%2 1.21 YES
5%'5'3”'8'-3'25'0 476 0165 | 23-Jul03 | 0435 5.81% 1 2 0.9633 12?7”8325%]6381'%’52%2 1.21 YES
g’;L'3T3'SLS'°7°8 305 0106 | 5-Aug-03 | 0725 0.11% 7 1 0.9204 12?7”8325%]6381'%’52%2 1.21 NO  [IC50 out of range
g’;L'3T3'SLS'°8°8 36.2 0126 | 6-Aug-03 | 0.463 1.17% 5 3 0.7811 12?7”8325%]6381'%’52%2 1.21 NO  |lowr2
g’;L'3T3'SLS'12°9 39.4 0137 | 10-Sep-03 | 0.768 4.53% 3 4 0.8322 12?7”8325%]6381'%’52%2 1.21 YES
g’;L'3T3'SLS'18°9 45.2 0157 | 16-Sep-03 |  0.401 0.69% 4 3 0.9582 12?7”8325%]6381'%’52%2 1.21 YES
g’;L'3T3'SLS'19°9 45.0 0156 | 17-Sep-03 | 0.377 0.62% 1 2 0.9790 12?7”8325%]6381'%’52%2 1.21 YES
g’;L'3T3'SLS'25°9 35.7 0124 | 23-Sep-03 | 0.379 4.55% 3 2 0.9738 12?7”8325%]6381'%’52%2 1.21 YES
g’;L'3T3'SLS'°31O 51.2 0178 | 1-0ct03 | 0.596 5.23% 2 4 0.9344 12?7”8325%]6381'%’52%2 1.21 YES
g’;L'3T3'SLS'171O 375 0130 | 15-0ct03 | 0.398 9.90% 3 2 0.9763 12?7”8325%]6381'%’52%2 1.21 YES
g’;L'3T3'SLS'3°1O 49.8 0173 | 28-0ct03 | 0.310 12.63% 4 1 0.9702 12?7”8325%]6381'%’52%2 1.21 YES
g?:;(zs?nful_l? 't?g Pl s 0137 | 29-0ct03 | 0.313 8.62% 3 3 0.9886 12?7"8325%!6381'%‘52%2 1.21 YES
Phase lll
g{:L'3T3'S'—S'°8°1 55.0 0.191 6-Jan04 | 0615 0.20% 4 4 0.9771 12?7”8325%16381'%’52%2 1.21 YES
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IC50 Test . Difference of
; (ug/mL) Chemical |Mean Vehicle| o i et vc | Numberof | Numberof 1o, 0pn, - Dilution | Acceptable Rationale for
E t1.D.! N IC50 (mM) S Control (VC) Points Points Dilutions  (ug/mL)’ o
XEEINEnEELY Decimal Application , from mean - s | PRISM)® 9 Factor® Tests® Unacceptability
Format Date oD vec? 0=50% =
FALSTOSES090 63 0185 | 7-Jan-04 | 0592 7.04% 4 4 0g727 |10 826,685,555 121 YES
52)'23T3'S'-S'15’0 67.0 0232 | 13-Jan-04 | 0.841 1.98% 2 6 0.8901 1207’ 8325% 6381-% 5266'?4' 1.21 NO  [IC50 out of range
f%'fT""SLS'w’O 30.4 0105 | 14-Jan-04 | 1.161 0.39% 6 2 0.8932 1207’ 8325% 6381'59’ 5266'?4' 1.21 YES
FAL.3T3.5LS.2210 . : 100, 82.6, 68.5, 56.5,
o 35.7 0124 | 20-Jan-04 | 0.382 7.11% 3 2 0.9685 |00 02 O 1.21 YES
FAL3T3.23-01-04 30.8 0107 | 21-Jan-04 | 0.792 2.31% 2 2 0.9194 1207’ 8325% 6381'59’ 5266'?4' 1.21 YES
g{:wT&SLS'zg'm' 414 0144 | 27-Jan-04 | 0467 0.43% 5 3 0.9671 1207’ 8325% 6381'59’ 5266'?4' 1.21 YES
FAL.3T3.5LS.29/0 . s 100, 82.6, 68.5, 56.5,
o 443 0153 | 28-Jan-04 | 0453 1.44% 4 4 00721 |0 O O 1.21 YES
recalculated values: IC50
FALST3SLS.502/| 569 0093 | 3-Feb-04 | 0417 2.14% 4 0 0.9317 |100,826,68.5, 565, 121 NO |outof range; no points
04 46.7,38.6,31.9, 26.4 oo rang e
PALSTISLS000 | 558 0135 | 4-Feb-04 | 0427 4.23% 5 3 09136 [10% 826,093,554 121 YES
Fo’jl'-sm's'-s'%'oz 479 0166 | 23-Feb-04 | 0637 2.29% 3 4 0.9829 1207’ 8325% 6381'39’ 52664é 1.21 YES
g%'fT""SLS'”’O 498 0173 | 15-Mar-04 | 0.356 5.91% 4 3 0.9831 1207’ 8325% 6381'39’ 52664é 1.21 YES
Zg‘fT&SLS'OV 01 40 0152 | 30-Mar-04 | 0404 1.46% 2 2 0.9593 1207’ 8328'% 6381'35 526643: 1.21 YES
Z%'ZN&SLS'ZQ’O 423 0147 | 27-Apr-04 | 0310 2.34% 3 5 0.9881 1207’ 8325% 6381'39’ 52664é 1.21 YES
Z%'ZN&SLS'?’O’O 31.3 0108 | 28-Apr-04 | 0.249 4.22% 6 1 0.9874 1207’ 8325% 6381'39’ 52664é 1.21 YES
g%'fT""SLS'Oﬁ’O 407 0141 | 4-May-04 | 0320 9.70% 2 3 0.9897 1207’ 8325% 6381'39’ 52664é 1.21 YES
g%'fT""SLS'OWO 402 0139 | 5-May-04 | 0313 0.03% 3 3 0.9865 1207’ 8325% 6381'39’ 52664é 1.21 YES
FAL.3T3.SLS.20/0 __ s 100, 82.6, 68.3, 56.4,
o 452 0157 | 18-May-04 | 0422 3.24% 2 3 0.0707 |10 02 O s 1.21 YES
E’B'Zﬂ""s'-sm 01 37 0114 | 19-May-04 | 0.337 0.94% 2 2 0.9720 1207’ 8325% 6381'39’ 52664é 1.21 YES
FAL.3T3.SLS.27/0 — 0 100, 82.6, 68.3, 56.4,
o 442 0153 | 25-May-04 |  0.406 5.89% 3 3 0.0468 |00 020 O s 1.21 YES
FAL3T3.5LS.24.0 . 0 100, 82.6, 68.3, 56.4,
ow 406 0141 | 22-Jun-04 | 0434 3.69% 4 3 00826 |00 820 0% s 1.21 YES
FAL.3T3.5LS.08.0 o . 100, 82.6, 68.3, 56.4,
o 39.7 0.138 6-Jul-04 0.324 7.16% 2 3 0.0658 |0 820 O s 1.21 YES
FAL.3T3.5LS.09.0 T 0 100, 82.6, 68.3, 56.4,
o 403 0.140 7-Jul-04 0.408 2.92% 2 3 0.0765 |00 020 O s 1.21 YES
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IC50 Test . Difference of
Mean Vehicle| 2! Numberof | Number of -
. , (ug/mL) 1C50 (mM) Chemical cii't‘ror(\ll‘(::;a right/left VC uPn;i:trso uPn;i:trso R2 (from _ ; Dilution Acceptable Rationale for
Experiment .D. Decimal Application , from mean - s | PRISM)® PHRED  (RET) Factor® Tests® Unacceptability
Format Date oD vec? 0=50% =
FAL3T3.5LS.16.0 T . 100, 82.6, 68.3, 56.4,
o 35.6 0124 | 14-Jul04 | 0402 5.43% 2 2 0.0676 |0 020 O s 1.21 YES
FAL3T3.SLS.17.0 o o 100, 82.6, 68.3, 56.4,
o 403 0140 | 15-Sep-04 |  0.411 1.89% 3 3 0.0706 |0 020 O s 1.21 YES
FAL3T3.5LS.23.0 . o 100, 82.6, 68.3, 56.4,
o 407 014126 | 21-Sep-04 | 0.333 2.60% 2 3 0.0718 |00 020 O s 1.21 YES
g%';'ﬂ""s'-s'”“ 429 014860 | 12-Oct-04 | 0.320 5.42% 3 2 0.9901 1207’ 8325% 6381'39' 526643' 1.21 YES
FALST3SLS.04.11) 599 013836 | 2-Nov-04 | 0.259 2.51% 4 3 09816 |100,826,68.3 56.4, 1.21 YES

.04

46.7, 38.6, 31.9, 26.3
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Experiment 1.D." (”I:’;?L) IC50 (mM) Ch:f'e:itc_a' ngii't‘r\;f?\ll‘g;a [’)f'?ﬁigiz'? NuPn;?:trsOf NuPn;?:trsOf S i (RS, (ug/mL)y’ Y| el FEUChE S
- Decimal Application a a 5 PRISM)® Factor® Tests® Unacceptability
Format Date oD vec? Uael)Ee SO0
VS
Phase la
- :

B1 NA NA | 24-Aug-02 | 0.306 17.18% 1 0 05120 190,902 316,178,104 7 NO X&?’fﬁﬁ&iﬁﬁ 50 & 30%

! ’ V|ab||]tv. o
B2 53.7 0186 | 24-Aug02 | 0.280 38.89% 1 0 0.3966 ;9603;153'127"311.'765 17810, 478 NO XS&LTELT@ZZ: 50 & 30%

Vviapollity.

B3 34.7 0120 | 25-Aug-02 | 0452 1.92% 0 1 0.9877 ;9603;’52'127"311.'765 178,10\ 478 NO g‘gi‘f/ii’:s”iitwee” 10&
B4 342 0119 | 25-Aug02 | 0428 4.07% 0 3 0.9664 ;9603;’52'127"311.'765 17810, 478 NO g‘gi‘f/ii’:s”iitwee” 10&
B5 35.9 0125 | 26-Aug-02 |  0.409 3.71% 0 1 0.9872 ;9603;’52'127"311.'765 178,10\ 478 NO g‘gi‘f/ii’:s”iitwee” 10&
B6 39.0 0135 | 26-Aug-02 | 0.382 0.09% 0 0 0.9649 ;9603;’52'127"311.'765 178,10\ 478 NO g‘gi‘\’/ii’:s”iitwee” 10&
B7 35.7 0124 | 27-Aug-02 |  0.302 2.98% 0 2 0.9773 ;9603;’52'127"311.'765 178,10\ 478 NO g‘gi‘f/ii’:s”iitwee” 10&
B8 36.1 0125 | 27-Aug-02 |  0.299 6.86% 0 1 0.9792 ;9603;’52'127"311.'765 178,10\ 478 NO g‘gi‘f/ii’:s”iitwee” 10&
B9 415 0144 | 20-Aug02 | 0342 6.02% 1 1 0.9831 ;??5”612'.17'141%%?81 6, 147 YES
B10 45.1 0156 | 20-Aug02 | 0.358 151% 1 1 0.9664 ;??5”612'.17'141%%?81 6, 147 YES
B11 43.8 0152 | 30-Aug-02 | 0.366 4.26% 1 0 0.9936 ;??5”61%1'.17"41%%?81 6, 1.47 NO g‘gi‘\’/ii’:s”iitwee” 50&
B12 446 0155 | 30-Aug02 | 0.359 0.95% 1 1 0.9864 ;??5”612'.17'141%%?81 6, 147 YES
B13 445 0154 | 4-Sep-02 | 0538 0.37% 1 1 0.9799 ;??5”612'.17'141%%?81 6, 147 YES
B14 439 0152 | 4-Sep-02 | 0.491 6.43% 1 1 0.9869 ;??5”612'.17'141%%?81 6, 147 YES
B15 37.8 0131 | 5Sep-02 | 0357 9.90% 1 1 0.9906 ;??5”612'.17'141%%?81 6, 147 YES
B16 404 0140 | 5Sep-02 | 0.336 10.55% 1 1 0.9832 ;??5”612'.17'141%%?81 6, 147 YES
B17 39.7 0138 | 6-Sep-02 | 0.464 2.31% 1 2 0.9780 ;??5”612'.17'141%%?81 6, 147 YES
B18 38.1 0132 | 6Sep-02 | 0426 11.25% 1 1 0.9910 ;??5”612'.17'141%%?81 6, 147 YES
B19 36.7 0127 | 7-Sep-02 | 0378 4.90% 1 1 0.0928 |[100,681,46.4, 316, 147 YES

21.5,14.7,10,6.8
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IC50 Test . Difference of
M Vehicl . Numb f Numb f L.
. , (ug/mL) 1C50 (mM) Chemical ci:t‘rof(\ll‘(::;a right/left VC “P“;i':LO “P";i':;" R2 (from o , Dilution Acceptable Rationale for
Experiment .D. Decimal Application oD? from mean 0-50%¢ | 50-100%¢ | PRISMP PHRED  (RET) Factor® Tests® Unacceptability
Format Date vec? Bt : °
B20 365 0127 | 7-Sep-02 | 0.354 12.49% 1 1 0.9954 ;?05’ 6&17' 41%46381 5, 1.47 YES
100, 68.1, 46.4, 31.6 No points between 10 &
. . ,68.1,46.4, 316,
B21 46.7 0162 | 8-Sep-02 | 0453 0.44% 0 2 0.9800  [;3% EL 4045 1.47 NO [ i
100, 68.1, 46.4, 316
o . ,68.1,46.4, 316,
B22 418 0.145 | 8-Sep-02 | 0439 0.63% 1 1 09802 [;3% 0L 434S 1.47 YES
Phase Ib
A1 Preliminary 41.1 0143 | 15-Jan-03 |  0.389 8.42% 1 1 0.9890 ;?05’ 61%1'17' 41%46 ‘%1 561' 1.47 YES
B1 435 0151 | 22-Jan-03 |  0.569 6.41% 1 1 0.9822 ;?05’ 61%1'17' 41%46 ‘%1 561' 1.47 YES
B2 44.8 0.155 | 29-Jan-03 | 0514 2.88% 1 1 0.9830 ;?05’ 61%1'17' 41%46 ‘%1 561' 1.47 YES
B3 385 0133 | 5Feb-03 | 0519 1.00% 1 1 0.9854 ;?05’ 61%1'17' 41%46 ‘%1 561' 1.47 YES
100, 68.1, 46.4, 31.6 No points between 10 and
- . ,68.1,46.4, 31.6,
B4 49.4 0171 | 12-Feb-03 | 0548 10.23% 0 2 09770 [33% 00450 S o 147 NO [P et ot o oo
100, 68.1, 46.4, 31.6
- . ,68.1,46.4, 31.6,
B5 419 0.145 | 26-Feb-03 | 0507 5.41% 1 1 09747 |33% 505 450 S o 1.47 YES
Phase Il
A1 413 0143 | 23-Ju-03 | 0546 3.97% 1 3 0.9902 Jgoé 6163;72' 45;"745 259565' 1.50 YES
B1 39.6 0137 | 28-Ju-03 | 0375 1.11% 1 5 0.9559 ;200’ 7118"2: 5113'03: 396;54 ' 1.40 YES
B2 38.8 0135 | 29-Ju-03 | 0529 5.36% 2 5 0.9711 ;200’ 7118"2: 5113'03: 396;54 ' 1.40 YES
- o 100, 71.4, 51.0, 36.4,
B3 30.0 0104 | 30-Ju03 | 0527 1.74% 1 4 0.0854 (100 7L 10 % 1.40 NO  |IC50 out of range
B4 426 0148 | 13-Aug-03 | 0483 7.35% 1 5 0.9891 ;200’ 7118"2: 5113'03: 396;54 ' 1.40 YES
B5 39.1 0136 | 16-Sep-03 | 0.510 6.44% 3 5 0.9568 ;200’ 7118"2: 5113'03: 396;54 ' 1.40 YES
B6 38.2 0132 | 23-Sep-03 | 0433 2.75% 1 5 0.9668 ;200’ 7118"2: 5113'03: 396;54 ' 1.40 YES
B7 38.9 0135 | 24-Sep-03 |  0.479 2.49% 1 5 0.9710 ;200’ 7118"2: 5113'03: 396;54 ' 1.40 YES
B8 452 0.157 1-0ct-03 |  0.547 3.52% 1 5 0.9798 ;200’ 7118"2: 5113'03: 396;54 ' 1.40 YES
Phase lll
A1 42.1 0146 | 3-Feb-04 | 0429 3.86% 2 5 0.9691 ;200’ 7118"2: 5113'03: 396;149' 1.40 YES
A2 424 0.147 | 10-Feb-04 | 0.494 0.10% 2 4 0.9874 [100,71.4,51.0,36.4, 1.40 YES

26.0, 18.6, 13.3, 9.49,
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1C50 Test . Difference of
cxperiment 11| SIS | 150 | Shemiat CLnLlRG v ve | MU ML (we  trom| e gy | Ollen | A | Rtionalofor
Format Date op* vec? 0-50%" | 50-100 %"

A3 41.0 0.142 | 17-Feb-04 |  0.458 1.06% 1 4 0.9858 32?6,71152,5113%,39%455 1.40 YES
A4 37.2 0129 | 9-Mar04 | 0417 7.26% 1 4 0.9893 22?6,71152,5115%,3:4455 1.40 YES
A5 33.0 0.114 | 23-Mar-04 | 0.346 1.01% 2 3 0.9758 32?6,71152,5113%,39%455 1.40 YES
B1 45.9 0159 | 26-Jul04 |  0.399 0.81% 1 5 0.9709 22?6,71152,5115%,39%455, 1.40 YES
B2 445 0154 | 27-Jul04 | 0.379 5.70% 3 4 0.9828 22?6,71152,5115%,39%455, 1.40 YES
B3 40.1 0139 | 28Jul04 | 0.344 14.50% 2 5 0.9364 22?6,71152,5115%,39%455, 1.40 YES
B4 422 0.146 | 23-Aug-04 |  0.493 3.37% 1 3 0.9874 22?6,71152,5115%,39%455, 1.40 YES
B5 47.2 0.164 | 24-Aug-04 | 0485 7.64% 2 2 0.9864 32?6,71152,5113%,39%455 1.40 YES
B6 46.1 0.160 | 28-Sep-04 |  0.462 1.12% 1 4 0.9824 32?6,71152,5113%,39%455 1.40 YES
B7 40.7 0.141 1-Oct04 | 0372 10.21% 1 5 0.9808 32?6,71152,5113%,39%455 1.40 YES
B8 41.2 0143 | 4-Oct04 | 0.427 0.90% 1 4 0.9826 32?6,71152,5113%,39%455 1.40 YES
B9 434 0150 | 12-0ct04 | 0413 4.72% 1 5 0.9758 32?6,71152,5113%,39%455 1.40 YES
B10 43.7 0151 | 13-0ct04 | 0.465 2.54% 2 5 0.9833 22?6,71152,5115%,39%455, 1.40 YES
B11 423 0147 | 2-Nov-04 | 0.398 4.84% 1 3 0.9920 32?6,71152,5113%,39%455 1.40 YES
B12 325 0.113 | 9Nov-04 | 0355 1.15% 1 3 0.9888 32?6,71152,5113%,39%455 1.40 YES
B13 416 0.144 | 10-Nov-04 |  0.362 5.53% 1 4 0.9831 32?6,71152,5113%,39%455 1.40 YES
B14 21.4 0074 | 16-Nov-04 | 0.445 4.98% 3 3 0.9568 32?6,71152,5113%,39%455 1.40 NO  |IC50 out of range
B15 435 0151 | 8-Dec-04 | 0.442 2.26% 1 3 0.9932 32?6,71152,5113%,39%455 1.40 YES
B16 37.2 0129 | 14-Dec-04 | 0.436 5.18% 1 5 0.9757 32?6,71152,5113%,39%455 1.40 YES
B17 432 0150 | 15-Dec-04 | 0.373 3.10% 1 3 0.9869 32?6,71152,5113%,39%455 1.40 YES
B18 41.0 0142 | 19-Jan-05 | 0.385 1.43% 1 3 0.9739 22?6,71152,5115%,39%455, 1.40 YES
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Experiment I.D."

IC50
(ug/mL)
Decimal
Format

IC50 (mM)

Test
Chemical
Application
Date

Mean Vehicle
Control (VC)

oD?

Difference of
right/left VC
from mean

vec?

Number of
Points

0 - 50 %*

Number of
Points

50 - 100 %°

R2 (from
PRISM)®

Dilutions

(ug/mL)’

Dilution
Factor®

Acceptable
Tests®

Rationale for
Unacceptability

' Positive control test

1.D.

2 Mean OD value for all VC wells in test plate
% Difference of right and left VC column of wells in the test plate

4 9% viability ICx values between 0 and 50% viability; test acceptance criterion; Phases la and Ib = number of points between 10 - 50%

5 9% viability ICx values between 50 and 100% viability; test acceptance criterion; Phases la and Ib = number of points between 50 - 90%
® calculated value from the Prism® software
" Test chemical concentrations from stock applied to the cells
8 Step-wise dilution factor

° Determination whether test meets or doesn’t meet test acceptance criteria

Shaded boxes identify values that do not meet the specific test acceptance criteria

Abreviations:
NR = Neutral Red

R&D = Research and Development

PC = Positive Contro

C1 - C8 = concentration series

NA = not available

2X = Two times the concentration that will be applied to the cells

VC = Vehicle Control

R2 = Coefficient of Determination

OD = Optical Density

ECBC PC FAL PC IIVS PC
Phase Acceptance | Acceptance | Acceptance
Range Range Range
(ug/mL) (ug/mL) (ug/mL)
Ib (3T3)| 28.8 -47.7 | 25.2-59.5 | 34.5-47.3
IT (3T3)| 26.4 -56.3 | 31.5-54.9 | 33.6 — 50.6
IIT (3T73)| 30.8 —51.6 | 27.2-64.7 | 31.8 -49.3
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