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Fig. S1. Generation of knockout mice. (A, Top) Wild-type loci (D1, Left; D5, Right). The coding regions are indicated as filled boxes. (Middle) Targeting vectors
where a loxP site was inserted 5’ of the coding regions, a LFNT cassette was inserted 3’ of the coding regions, and a diphtheria toxin A (DT-A) marker was
inserted at the 3’ end. The floxed D1 and D5 gene (Bottom). (B and D) D1R™~ D1R mRNA probe (B) and D5 mRNA probe (D). (C and E) D5R™~ D5 mRNA probe

(C) and D1 mRNA probe (E).

Sarifana et al. www.pnas.org/cgi/content/short/1407395111

10f2


www.pnas.org/cgi/content/short/1407395111

Hotplate Rotarod Open Field Open Field

Test Test Total Distance Center Distance
A s B 350 C 180+ 701
[ D1R/D5R fix 300
12 Bl DIRID5R KO _ 1501 604
5 S 2504 5 1204 £ 501
® g —= & - 2 40-
e 3 200- 8 ood g
E o £ S S 307
E £ 150 2 60 o
[a) o 204
34 - .
100 30 104
c T 50 I I I_ c T T T T T T
D1R/D5RD1R/D5R Trial Trial Trial Day 1 Day 2 Day 3 Day 1 Day 2 Day 3
fix KO 1 2 3
E F G H
™ 5 3504 3 D1Rfix 1801 707
12+ T 3004 EH DIRKO 1504 _ 60+
P~ " = £ 504
g o g 20 E 1201 S8
@ & 2004 - M g 407
@ =~ Q 904
E 6 g 1504 s g 30
= = @ g 2
s = 1001 2 o0 o 207
50 301 10+
c L] 1 T T T c T T T c T T T
D1flx D1KO Trial Trial Trial Day 1 Day 2 Day 3 Day 1 Day 2 Day 3
1 3
| J K L -
159 350- s T — 70
X
60+
a 300 .
12 T _ 150 [ D5RKO —~
- . 250- £ E 501
o o A S 1201 S |
(23 o 2004 @ o 40
o by e 901 2
E o g 150 S s 307
= £ b | 7}
[ F 4004 g 60: 8 207
3 504 304 10
0 T T 0 T T T 0: T T T 0 T T T
D5flx D5 KO Tr1ial Tlgal Trial Day 1 Day 2 Day 3 Day 1 Day 2 Day 3

Fig. S2. Pain sensitivity, anxiety, and motor activity is normal in KO mice. (4, E, and /) Hotplate sensitivity test (D1R/D5R flx, n = 10; KO, n = 8; D1R flx, n = 17;
KO, n=13; D5R flx, n = 14; KO, n=7). (B, F, and J) Rotarod motor test (D1R/D5R flx, n =8; KO, n=7; D1R flx, n = 18; KO, n=21; D5R flx, n = 14; KO, n =7).
(C, G, and K) Open field total distance (D1R/D5R flx, n = 6; KO, n =9; D1R flx, n = 28; KO, n = 26; D5R flx, n = 16; KO, n = 7). (D, H, and L) Open field center

distance (D1R/D5R flx, n = 6; KO, n = 9; D1R flx, n = 28; KO, n = 26; D5R flx, n = 16; KO, n = 7).
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Fig. $3. Short-term and cued-fear memory. (A) D1R/D5R KO line cued-fear conditioning tone test. (flx = 8, KO = 8). (B) DG D1R KO Line 1 h (flx = 8, KO = 10)
and 3 h (flx = 11, KO = 8) short-term memory test. (C) DG D1R KO line cued-fear conditioning tone test (flx = 8, KO = 6).
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