SUPPLEMENTARY MATERIAL
Behavioral Tests
In order to dissipate the acute responses of treadmill running on pain behaviors, all behavioral tests were performed at least 14 h after the treadmill running session (the next morning [at 11:00 a.m.]). The mechanical pain was measured by von Frey, the thermal sensations were measured by the cold plate and acetone evaporation assays, and the CatWalk gait analysis was used to evaluate the pain-associated behaviors. The effect C3 knockout on the spontaneous locomotor activity were measured by open field test. Behavioral tests were performed blindly to experimental groups.
von Frey test-Mechanical allodynia was assessed using a series of eight calibrated von Frey hairs (0.02, 0.04, 007, 0.16, 0.4, 0.6, 1.0, and 1.4 g) as previously described.1 Briefly, animals were placed into plastic cages with an elevated wire mesh floor and were allowed to habituate for 30 to 60 mins before each testing. The von Frey hair was applied to lateral plantar surface of the hind paw for approximately 1 to 2 s and a positive response was defined as a brisk withdrawal of the hind paw upon stimulation. The 0.16 g stimulus was applied first. For the chronic pain test, the paw withdrawal threshold (PWT) was converted to a tactile response threshold using an adaptation of the Dixon up–down paradigm that has been previously described.2 For the acute pain test, the PWTs were marked as the testing value of calibrated filaments when the hind paw of a mouse was withdrawn at least 3 out of 5 times, from stimulation. The minimum bending force of the von Frey filament able to evoke 3 occurrences of the paw withdrawal reflex was determined as the PWT. The mechanical thresholds were tested on the lateral plantar surface of the hind paw. 
Acetone test-To assess cold allodynia, the acetone test was used as previously described.3 Before testing, animals were placed into plastic cages on mesh floor, and acclimatized for 30 mins. A 50-μl drop of acetone solution was gently applied to the lateral plantar surface of the paw without touching the skin, using a blunt needle connected to a syringe. The total lifting/licking time of the ipsilateral hind paw was recorded with an arbitrary maximum cutoff time of 60 s. The test was repeated three times with ~5 mins intertrial intervals. 
[bookmark: _GoBack][bookmark: OLE_LINK1][bookmark: OLE_LINK2]Gait analysis-The CatWalk XT system (Noldus, The Netherlands) was used for the quantitative assessment of the gait parameter and footfalls in rodents, which has been proven to be a reliable method for measuring pain-associated behaviors.4 The mouse was placed in the open end of the enclosed glass platform with a light beam from a fluorescent lamp projecting through the glass plate and allowed to walk voluntarily through the walkway. While walking across the glass floor, images of the illuminated area of each paw were captured by a high-speed camera automatically. Three available parameters were identified to evaluate dynamic behaviors associated with neuropathic pain: (1) “body speed” as the average speed across the acquisition area; (2) “print length” as the ipsilateral hindpaw length; and (3) “swing speed” as the speed of the paw during Swing. Data were calculated as the percentage of ipsilateral (right)/contralateral (left) hind paw. Three consecutive runs were recorded, and the gait parameters were analyzed using the CatWalk Analysis software (CatWalk XT 10.0).  
Cold plate test-To measure the cold pain, the mice were placed on a cold plate (Ugo Basile, 35100) setting at 5℃ and the latencies of nocifensive responses, such as licking, flinching, and jumping were measured, as previously described.5 All animals were tested sequentially with a minimum of 10 mins between tests. To avoid tissue injury, a cutoff time was set at 120 sec.
Open field test- The open field test was conducted according to our previous studies.6 Each mouse was placed at the center of a cubic chamber (50 × 50 × 40 cm). The locomotor activity of the mice in the open field was recorded for 10 mins by an automated analyzing system. The center of the open field was defined as the central 1/9 of the arena. “Total distance travelled”, “Center zone time”, and “Percentage of distance in the central area” in the field were measured. After each assessment, 75% ethanol was used to clean the enclosure. 
RT-qPCR
Tissues of L4-L6 segments of spinal cord were extracted using TRIzol reagent (Ambion, 15596026) according to the manufacturer’s instructions. And then 1 μg of total RNA was reversed transcribed into cDNA using Prime Script RT Master Mix (Takara, RR036A). Quantification of mRNA levels analyzed by SYBR Green quantitative reverse-transcription-polymerase chain reaction (PCR) detection (7300 Plus real-time PCR system; Applied Biosystems, USA), with each sample run in duplicate. The detailed primer sequences were as follows: C3, forward primer, 5’-AACAAGAACACCCTCATCATC-3’; reverse primer, 5’-GCTGGATAAGTCCCACATTTA-3’ ; tumor necrosis factor-α (Tnf-α), forward primer, 5’-GCCTCCCTCTCATCAGTTCT-3’; reverse primer, 5’-ACTTGGTGGTTTGCTACGAC-3’; interlukin-1β (Il-1β), forward primer, 5’-GTACAAGGAGAACCAAGCAAC-3’; reverse primer, 5’-CCGTCTTTCATTACACAGGA-3’; Gapdh, forward primer, 5’-AAATGGTGAAGGTCGGTGTG-3’; reverse primer, 5’-AGGTCAATGAAGGGGTCGTT-3’. The mRNA expression levels were analyzed using the 2-ΔΔCt method, in which glyceraldehyde-3-phosphate dehydrogenase was used as an endogenous control, as our previously reports.7, 8
Western Blot
The L4-6 spinal cord was removed and homogenized in ice-cold radio immunoprecipitation assay lysis buffer containing 1% phenylmethylsulfonyl fluoride and a protease/phosphatase inhibitor cocktail (5872, Cell Signaling Technology). After 12,000 r.p.m. centrifugation for 20 mins, the supernatants were determined by bicinchoninic acid protein assay (23227, Thermo Fisher Scientific). Samples with 20 μg of total protein per lane was loaded and separated via 10% Sodium dodecyl sulfate -polyacrylamide gel electrophoresis and then transferred onto polyvinylidene fluoride membranes by electro-transferring at 90 V for 90-120 mins. Membranes were blocked in in tris-buffered-saline with tween containing 5% non-fat milk for 2 h at room temperature, and then overnight incubated at 4℃ with rabbit anti-Complement C3 (1:1,000, Abclonal, A13283), rabbit anti-GFAP (1:1,000, Cell Signaling Technology, 12389), or HRP-conjugated beta actin (1:10,000, Proteintech, HRP-60008). Then, the blots were washed in TBST and incubated in the appropriate secondary antibody: HRP-conjugated goat anti-rabbit IgG (1:5,000; E030120-01; ErthOx) for 1h at room temperature. Western blot images were captured on an ImageQuant LAS4000 mini image analyzer (GE Healthcare, Unite Kingdom), and the band levels were quantified using Quantity One analysis software (Version 4.6.5; BioRad Laboratories, USA).
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