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Supplementary Fig. 1 Cannula design and assembly diagram. (A) Guide cannulas. The guide
cannula was made from an 8-mm, 23-gauge needle (left) with the ventral portion covered by a ~7-
mm, 19-gauge tubing (middle), which were adhered by adhesive and dental cement (right). The
plastic holder was removed from 23-gauge needle without removing the original white cement (left).
The ~7-mm, 19-gauge tubing is ~2 mm higher than the 23-gauge needle to shield the junction
between guide’s top and the dummy or injection cannula after their insertion, allowing the dummy or
the injection cannula to stay in position after insertion (right). (B) Dummy cannulas. The dummy
cannula, used to seal and keep the guide cannula free of clogs, was made by crimping a short
segment of ~5-mm, 23-gauge tubing to a ~14 mm piece of 30-gauge tubing. The bottom of the 30-
gauge tubing was cut to ensure that the 30-gauge segment below the ~5-mm, 23-gauge segment is 9
mm. (C) Injection cannulas. The injection cannula was made by adhering a short segment of ~5-mm,
23-gauge tubing ~5 mm below the top of a ~20-mm piece of 30-gauge tubing with adhesive and
dental cement. The bottom of the 30-gauge tubing was cut to ensure that the 30-gauge segment below
the ~5-mm, 23-gauge segment is 10 mm. (D) The injection cannula extended 2 mm beyond the base
of the guide cannula when was inserted into the guide cannula.
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Supplementary Fig. 2 Correlation of behavioral outputs. (A) Correlation between time in light
and time in center. PBS (n=11) or CGRP (n=10). (B) Correlation between time in light and changes
in the left paw withdrawal threshold. PBS (n=4) or CGRP (n=5). (C) Correlation between time in
center and changes in the left paw withdrawal threshold. PBS (n=4) or CGRP (n=5). (D) Correlation
between time in light and changes in mean pixel area. PBS (n=7) or CGRP (n=4). Black circle (o)
represents PBS-treated female mice; black triangle (A ) represents PBS-treated male mice; red circle
(@) represents CGRP-treated female mice; red triangle (A) represents CGRP-treated male mice.
Statistics are described in Supplementary Table 1.



Supplementary Table 1 Statistical analyses

Figure no. Analysis Statistics (symbol on Figure)

Interaction factor F (5, 95) = 1.734, P=0.1343

Time factor F (2.677, 50.86) = 6.280, P=0.0015

Interaction factor F (5, 40) = 0.7746, P=0.5738

Time factor F (2.675, 21.40) = 9.368, P=0.0005

Interaction factor F (5, 45) = 1.074, P=0.3877

Time factor F (2.076, 18.68) = 1.891, P=0.1777

Fig. 1B middle (females) Unpaired 2-tailed t-test t=3.802, df=8, P=0.0052

Fig. 1B
Female CGRP vs. Unpaired 2-tailed t-test t=0.6791, df=8, P=0.5163
Male CGRP

Left (all mice) Two-way repeated measure ANOVA (mixed effects analysis)

Treatment factor F (1, 19) = 0.01297, P=0.9105

Middle (females) Two-way repeated measure ANOVA (mixed effects analysis)

Treatment factor F (1, 8) = 0.6466, P=0.4446

Right (males) Two-way repeated measure ANOVA (mixed effects analysis)

Treatment factor F (1, 9) = 0.7938, P=0.3961

Fig. 2A lower panel

Interaction factor F (5, 95) = 2.995, P=0.0148
CTeamemkoor  F@I9=Z|OOPO000L
Time factor F (3.220, 61.18) = 41.21, P<0.0001
© SWsmulipecomparsonstest  'P<.05, "P<OLP<00L
Middle (females) Two-way repeated measure ANOVA
C 0 memdbnfaor  FGA0=ATIZP000I8
Treatment factor F (1, 8) = 17.02, P=0.0033

Sidak's multiple comparisons test ~ *P < .05, **P < .01

Interaction factor F (5, 45) = 0.6068, P=0.6950

Time factor F (2.691, 24.22) = 15.43, P<0.0001

Left (all mice) Unpaired 2-tailed t-test t=0.06504, df=19, P=0.9488

Right (males) Unpaired 2-tailed t-test t=0.7370, df=9, P=0.4799

Left (all mice) Unpaired 2-tailed t-test t=5.291, df=19, P<0.0001

Right (males) Unpaired 2-tailed t-test t=3.200, df=9, P=0.0108
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Left (all mice) Two-way repeated measure ANOVA (mixed effects analysis)

Treatment factor F (1, 19) = 4.694, P=0.0432

Middle (females) Two-way repeated measure ANOVA (mixed effects analysis)

Treatment factor F (1, 8) = 3.530, P=0.0971

Right (males) Two-way repeated measure ANOVA (mixed effects analysis)

Treatment factor F (1,9) = 1.575, P=0.2411

Fig. 2C lower panel

Interaction factor F (5, 95) = 1.020, P=0.4104

Time factor F (1.690, 32.10) = 5.394, P=0.0129

Interaction factor F (5, 40) = 2.197, P=0.0737

Time factor F (1.459, 11.67) = 4.477, P=0.0453

Interaction factor F (5, 45) = 0.4386, P=0.8192

Time factor F (2.333, 20.99) = 2.168, P=0.1332

Left (all mice) Unpaired 2-tailed t-test t=2.300, df=19, P=0.0330

Right (males) Unpaired 2-tailed t-test t=1.321, df=9, P=0.2192

Left (all mice) Unpaired 2-tailed t-test t=2.131, df=19, P=0.0464

Right (males) Unpaired 2-tailed t-test t=1.084, df=9, P=0.3066

Left (all mice) Two-way repeated measure ANOVA

Treatment factor F (1, 19) = 19.19, P=0.0003

Middle (females) Two-way repeated measure ANOVA

Treatment factor F (1, 8) = 10.05, P=0.0132

Right (males) Two-way repeated measure ANOVA

Treatment factor F (1, 9) = 8.275, P=0.0183

Fig. 2F

Middle (females) Unpaired 2-tailed t-test t=3.170, df=8, P=0.0132

LF RF LH RH
F (1, 24) = 0.01717, F (1, 24) = 0.08938, F (1, 24) = 0.02838,

Interaction factor F (1, 24) = 0.6154, P=0.4404 P=0.8968 P=07675 P=08676

F (1, 24) = 0.0006404, F (1, 24) = 0.06471, _ y _ y
P=0.9800 e Eai F (1,24) = 1.430, P=0.2434  F (1, 24) = 1.882, P=0.1828

CFig3B@imice)  Twowayrepeatedmeasure ANOVA
4

Condition factor



F (1, 24) = 2.546e-029,

Interaction factor F (1, 24) = 0.5979, P=0.4469 e F (1,24) = 1.158, P=0.2926  F (1, 24) = 1.026, P=0.3213
Condition factor F (1, 24) = 1.227, P=0.2790 F (1,24)=1.748, P=0.1986  F (1, 24) = 3.624, P=0.0690  F (1, 24) = 2.849, P=0.1044
) _ _ F (1, 13) = 0.1587, F (1, 13) = 0.04021, _ _
Interaction factor F(1,13)=004835,P=0.8294 " o e F (1, 13) = 1.409, P=0.2565

" _ _ F (1, 13) = 0.05712, F (1, 13) = 0.3619, F (1, 13) = 0.8653,
Condition factor F (1, 13) = 0.1194, P=0.7352 P-0.8148 P-0.5578 P-0.3692

) _ _ F (1, 13) = 0.05000, F (1, 13) = 0.7695, _ _

Interaction factor F(1,13)=0.04216,P=0.8405 "o S F (1, 13) = 3.145, P=0.0996
Condition factor F (1, 13) = 0.3795, P=0.5485 g=((1),61632)1= 0.2000, F(1,13)=1.316, P=0.2720  F (1, 13) = 1.132, P=0.3067
Interaction factor F (1, 9) = 0.6454, P=0.4425 F (1, 9) = 0.3455, P=0.5711 E=((1),89gz=10.03195, F (1, 9) = 0.5894, P=0.4623
Condition factor F (1, 9) = 0.06262, P=0.8080 F(1,9)=0.3455, P=0.5711  F (1, 9) = 1.026, P=0.3376 F (1, 9) = 0.8910, P=0.3698
Interaction factor F (1,9) = 0.8070, P=0.3924 E:%’ag 2;70'04120’ F (1,9) = 0.3445, P=0.5717  F (1, 9) = 0.1848, P=0.6774
Condition factor F (1, 9) = 0.8070, P=0.3924 F (1, 9) = 2.019, P=0.1891 F (1, 9) = 2.153, P=0.1763 F (1, 9) = 1.663, P=0.2294
Interaction factor F (5, 100) = 5.414, P=0.0002
Time factor F (3.129, 62.59) = 9.223, P<0.0001

Fig. 4A middle (females) ~ Two-way repeated measure ANOVA

Treatment factor F (1, 8) = 8.899, P=0.0175
S Tmetor  FETZAD=IITP0026
Fig. 4A right (males) Two-way repeated measure ANOVA
Cmerctonfacor  FGSO=4BSP000IL
Treatment factor F (1, 10) = 4.013, P=0.0730
S Tmecor  FEIMBIHSSTEP006S
Fig. 4B left (all mice) Unpaired 2-tailed t-test t=3.026, df=20, P=0.0067
(Fig 4Bmiddle (emales)  Unpaired z-talledtest  =2983,dI8, P00
Fig. 4B right (males) Unpaired 2-tailed t-test t=2.003, df=10, P=0.0730
e e e
Fig. 5A left (all mice) Two-way repeated measure ANOVA
S memsonfcor  F@QADS3EG4P00EI0
Treatment factor F (1, 41) = 0.003699, P=0.9518
S Comionfcor  F@ADSWETP0OOL
Paired 2-tailed t-test %P < 0.0001
Fig SAmidde (females) | Twowayrepeated measue ANOVA
Interaction factor F (1, 20) = 8.429, P=0.0088
S Teamemttcor  F@20=000922,P07952
Condition factor F (1, 20) = 9.630, P=0.0056
S Pamdzaledvest  WP<00L
Fig. 5A right (males) Two-way repeated measure ANOVA
CWerconfacor  F@QI9=0ISP0TEZ
Treatment factor F (1, 19) = 0.05351, P=0.8195
S Comonfcor  F@I9=BLIP003
Paired 2-tailed t-test *P <.05
e
Fig. 5C left (all mice) Two-way repeated measure ANOVA
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