Cirino et al., Frontiers #457596: Supplemental material:

Supplemental Figure 1. Dose- and time-dependent ambulatory effects of i.p. administration of
(A) CM-304 or (B) AZ-66 evaluated in the CLAMS assay with C57BL/6J mice. *=significantly
different from vehicle effect (dashed line), p<0.05; two-way ANOVA w/ Dunnett’s post hoc test.
N=7-17 mice/group. Results expressed as % matching vehicle response.
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Cirino et al., Frontiers #457596: Supplemental material:

Supplemental Figure 2. Dose- and time-dependent ambulatory effects of i.p. administration of
(A) Morphine and U50,488, (B) CM-304 or (C) AZ-66 evaluated in the CLAMS assay with
C57BL6/]J mice. *=significantly different from vehicle effect (dashed line), p<0.05; two-way
ANOVA w/ Dunnett’s post hoc test. N=16-20 mice/group for morphine and U50,488, and 7-17
mice/group for CM-304 and AZ-66 testing. Results are presented as raw ambulatory response,
with a separate response of vehicle.
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Supplemental Table 1: Raw place conditioning data collected for CM-304:

C57BU6J mice: untreated prior to conditioning
d ol

CM304 (45 mg/kg, ip.): 2 day cour pl itioning design.
Mouse Wt Date Free-Range (AM, no yetre (C Free-Range Response (AM): I
l No: (@ Start  hicle Sox tme}304 Box time tme §30-ven Box | AM) & Bosfhicie Box tme 304 Box tmepetween time §304-ven Box DI
1 N/A 11/17/2014 Box 2-R mouse died during injection
2 11/17/2014 658 730 412 72 Box 2-R 544 567 689 2
3 11/17/2014 612 480 609 -123 Box 2-R 576 261 063 -315
4 11/17/2014 424 500 777 175 Box 2-R 440 816 735 1687
5 1117/2014 887 357 778 -310 Box 2-R 508 485 807 -23
6 11/17/2014 682 401 817 -201 Box 2-R 588 735 470 149
F i 11/17/2014 422 763 815 41 Box 2-R 676 482 6842 -104
8 11/17/2014 625 552 623 -73 Box 2-R 6853 488 850 -185
e 11/17/2014 629 562 0] -87 Box 1L 761 464 575 -207
10 11/17/2014 527 501 682 84 Box 1-L 324 882 794 358
1" 11/17/2014 530 308 872 -132 Box 1-L 378 301 1031 13
12 11/17/2014 573 415 812 -158 Box 1-L 378 468 054 20
13 111772014 203 875 832 382 Box 1-L 187 878 727 879
14 11/17/2014 Box 1-L mouse died during injection
15 11/17/2014 514 508 778 8 Box 1L 578 380 833 -180
16 11/17/2014 487 538 705 71 Box 1-L 513 275 1012 -238
17 1117/2014 504 518 880 -78 Box 1-L 844 510 6846 -134
18 11/17/2014 6o8 566 538 -130 Box 1-L 1038 304 458 734
19 11/17/2014 400 801 780 182 Box 1-L 400 557 834 148
20 11/17/2014 488 525 780 39 Box 1-L 340 278 1173 -71
21 N/A 11172017 773 528 400 -245 Box 1-L 1144 288 388 -856
22 111712017 ges 240 862 -858 Box 1-L 608 348 848 -262
23 11/17/2017 820 317 854 512 Box 1-L 603 628 560 25
24 11/17/2017 800 484 516 -316 Box 1-L 601 627 572 268
25 11172017 844 348 608 406 Box 1-L 554 608 638 54
26 111712017 638 487 8987 -189 Box 1-L 484 624 B6a2 140
27 111772017 707 480 604 -218 Box 1-L 558 544 Bos -14
28 11/17/2017 601 553 846 48 Box 1-L 830 710 480 80
20 11172017 697 601 502 -08 Box 2-R 480 805 715 125
30 111712017 375 801 534 516 Box 2-R 751 472 577 -279
31 111712017 581 8087 542 136 Box 2-R 663 696 4an 3
32 11/17/2017 782 483 525 -300 Box 2-R 845 333 822 -312
33 11172017 630 527 843 -103 Box 2-R 407 327 76 -170
34 11172017 480 513 807 a3 Box 2-R 360 330 101 -39
35 111712017 452 577 m 125 Box 2-R 343 470 087 127
36 111772017 582 565 843 27 Box 2-R 810 542 448 -268
505.08 541.08 663.83 -54 568.56 40035 732,00 -80.21
14473 12004 112.05 250.29 19155 15448 200 278.26
2412 21.51 18.68 41.72 3285 2640 3584 47.72
36 36 38 36 34 34 4 34

Explanation of the sample size for this experiment: Two (of 20) mice were lost due to unrelated
operator error in making injections in the first test performed in 2014, so these mice were not
used in the final analysis (as denoted by the grey highlighting). As initial CM-304 results with
these 18 mice failed to show a clear result from the place conditioning tests (Pre-CPP:
3.22+43.24 s vs Post-CPP response of -40.72+71.1 s), whereas AZ-66 showed significant place
aversion with 19 mice (losing one of the original 20 due to an unrelated injury), we added 16
more mice to the CM-304 testing to be certain of the absence of a CPP or CPA. As can be seen
from the raw data presented here, this additional data did not generate a significantly different
result of the original test. To be fully transparent, all data was presented as the final data set.



