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Adjacent intact nociceptive neurons drive the acute outburst of pain following peripheral axotomy
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                              [image: D:\Scientific Reports\JPG\Supple Fig-1.jpg]Supplementary Figure 1. Evans blue extravasation in skin territories of L3 and L4 spinal nerves after acute L5 SNT. (a) An example image of Evans blue extravasation in the ipsilateral hind paw after an L5 SNT. Territories of L3, L4, and L5 spinal nerves are marked in different colors. (b) Quantification of Evans blue extravasation in territories of L3, L4, and L5 spinal nerves after SNT or sham operation (control; n = 4 rats/group). **P < 0.01 vs. L5; ns, not significant. One-way ANOVA. Data are expressed as mean ± SEM.
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Supplementary Figure 2. (a) Mean discharge rates (spikes/min) of C neurons in L5 DRG after acute L5 SNT (n=3).
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Supplementary Figure 3. Activity of different subgroups of C-neurons in L4 DRG evoked by mechanical stimulation after L5 SNT or sham operation in rats. Responses (action potentials [APs]/s) evoked by mechanical stimuli in (a) CM neurons (Sham, n = 18; SNT, n = 22), (b) CMH neurons (Sham, n = 19; SNT, n = 18), (c) CMHC neurons (Sham, n = 8; SNT, n = 13), and (d) CMC neurons (Sham, n = 9; SNT, n = 11) in L4 DRG. *P < 0.05, **P < 0.01, ***P < 0.001, SNT vs. Sham; ns, not significant. The normality of data distribution was checked by KS normality test. Normally distributed data were analyzed by two-tailed Student’s t-test. Otherwise, data were analyzed by nonparametric tests (Mann-Whitney test). Data are expressed as mean ± SEM.QT: Q-tip. BR: brush.
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Supplementary Figure 4. Activity of different subgroups of C-neurons in L4 DRG evoked by heat stimulation after L5 SNT or sham operation. Responses (action potentials [APs]/5 s) of (a) CMH (Sham, n=11; SNT, n=18), and (b) CMHC neurons (Sham, n=8; SNT, n=11) to heat stimuli (5 s). *P < 0.05, **P < 0.01, ***P < 0.001, SNT vs. Sham. Two-way ANOVA with Sidak's multiple comparisons test. Data are expressed as mean ± SEM.
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Supplementary Figure 5. Calcium imaging of evoked activity in L4 DRG neurons of pirt-GCaMP6 mice after L5 SNT. (a) Average number of neurons in L4 DRG that were activated by mechanical stimuli before and after L5 SNT (n = 4). (b) Average number of neurons in L4 DRG that were activated by heat stimuli (n = 3). *P < 0.05, **P < 0.01, ***P <0.001, pre-SNT vs. post-SNT. The normality of data distribution was checked by KS normality test. Normally distributed data were analyzed by two-tailed Student’s t-test. Otherwise, data were analyzed by nonparametric tests (Mann-Whitney test). Data are expressed as mean ± SEM. QT: Q-tip. BR: brush.
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