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Materials and methods

Animals
All the animal procedures were performed in compliance with the National Institutes of Health Animal Care Guidelines. Adult male Sprague-Dawley rats (weight 150-200 g, 6 weeks old) were ordered from the Laboratory Animal Center of Shandong Lukang Pharmaceutical Co., Ltd (China). The rats were housed in separate cages at 24 ± 1°C and 50-60 % humidity with a 12/12-h light/dark cycle and had free access to standard laboratory water and food. The rats were divided into the following groups: sham (S; only separation of the sciatic nerve); NP (neuropathic pain; CCI model animals with pain); NF (NP + anti-FcγRI; CCI model animals treated with the anti-FcγRI antibody).

IgG immune complex
The IgG immune complex was synthesized by an antigen-antibody reaction and was used to active FcγRI. The antigen was a normal mouse IgG (Santa Cruz Biotechnology, CA), and the antibody was an affinity-purified rat anti-mouse IgG (Jackson ImmunoResearch, PA, USA). We replaced the IgG storage buffer with HEPES buffer using a Zeba™ spin desalting column (Thermo Scientific, Rockford, IL) to prevent possible sodium azide toxicity of the storage solution and to avoid non-specific reactions. Next, we synthesized IgG immune complex by incubating the antigen and antibody at a concentration of 40 μg/ml at a ratio of 1:1 at 25 °C for 1 h [1-3]. 

Chronic constriction injury model
[bookmark: _Hlk15981301]The surgical procedures were performed under aseptic condition, and anesthesia was performed with sodium pentobarbital (40 mg/kg, intraperitoneal) as previously reported [4]. Briefly, the right sciatic nerve was isolated at the level of the midthigh and loosely ligated at 1-mm intervals using four chromic gut ties. The muscles and skin were layered and closed. In the sham group, the right sciatic nerve was isolated without ligation. The rats were tested, and those that demonstrated vigorous mechanical and thermal hypersensitivity were used for further experiments. For peri-sciatic injections injections, catheters were implanted into the rats according to methods previously described [5]. Briefly, a gelatin sponge was cut into a block shape of 10 mm long, 5 mm wide, and 8 mm high. A PE-10 tube (15 cm) was inserted into one end of the gelatin sponge and was fixed to the gelatin sponge by wire. The prepared gelatin sponge was fixed on the right sciatic nerve that had been separated. The catheter was fixed on the surrounding muscles and sutured layer by layer. Then anti-FcγRI antibody (200 µl) was injected through the PE-10 tube using a micro-applicator twice a day for 3 days.

[bookmark: OLE_LINK1]Behavioral testing 
The paw withdrawal threshold (PWT) for mechanical stimulation was used to detect mechanical allodynia with an electronic von Frey apparatus as previously reported [6, 7]. The rats were placed into the test chamber for 1-hour habituation. Von Frey filaments were used to stimulate the surface of the hind paw. Briefly, a Frey tip of uniform diameter was attached to an electronic probe, and a readout displayed the force/weight at which the rodent retracted from the tip. The interval between consecutive stimulations was 5 min. When mechanical stimulation occurred, the rapid withdrawal or licking of the hind paw was considered a positive response. The mean of 3 measurements was calculated to obtain the withdrawal threshold for each rat. Thermal hyperalgesia was evaluated using the thermal withdrawal latency (TWL). Thermal sensitivity was assessed by 7370 plantar tests (Ugo Basile, Varese, Italy) [7, 8]. In brief, a source of thermal radiation was focused on the surface of the rat's hind paw. The thermal stimulation time was set to 25 s, and the heat source was turned off to prevent tissue damage. The average of 3 measurements was used for the final test results. The interval was > 5 min between consecutive trials. The experimenters conducting the behavioral tests were blinded to the treatments.

Western blotting 
Proteins were analyzed by Western blotting according to previously reported methods [9]. Briefly, the cells were homogenized with RIPA lysate buffer containing protease inhibitor cocktail (Sigma, USA) and centrifuged (13,000 × rpm, 4°C for 20 min) to collect the supernatant. The concentrations were detected using a bicinchoninic acid assay kit (Cwbio, China). The proteins were separated by 12% gel electrophoresis and then transferred onto polyvinylidene difluoride membranes (Millipore, USA). The blots were blocked with 5% w/v nonfat dry milk in TBST for 1 h and then incubated with primary antibodies, including the FcγRI antibody (1:200, Santa Cruz Biotechnology, CA) and the β-actin antibody (1:500; ZSbio, China), with gentle shaking at 4°C overnight. Next, the membranes were incubated with a secondary antibody (1:5000 or 1:8000, Cell Signaling Technology, USA) for 1 h at room temperature and then detected by chemiluminescence reaction. 

Enzyme-linked immunosorbent assay (ELISA) 
The levels of TNF-α (Boster, China) and substance P (Boster, China) were analyzed with the ELISA kits according to the manufacturer’s instructions. In brief, the medium was harvested after incubated with IgG immune complex and/or the anti- FcγRI antibody for 24 hours. All reagents were allowed to reach room temperature before use. The standard and sample (100 µl) were prepared and transferred to well and incubated for 90 min at 37 ̊. The plates were washed 5 times, and added 100 µl detection antibody, and incubated for 60 min at 37 ̊. Then the plates were washed 5 times and added 100 µl of chromogenic substrate to each well for 10 min, and then the stop solution (100 µl) was added. The plates were evaluated within 30 minutes of stopping the reaction. The optical density (O.D.) values were measured using a microplate reader (Bio-Rad, Japan) at 450 nm and 630 nm wavelengths.

Real-time PCR 
Tissue was harvested at 7 d after CCI. Total RNA from the spinal cord was isolated with TRIzol reagent (Invitrogen, USA). The levels of substance P, C3 and TNF-α transcripts in the spinal cord was measured using SYBR Premix Ex Taq (TaKaRa, China) containing Ex Taq, SYBR Green I, Mg2+ and a dNTP mixture. The following genes were measured: substance P (forward: CGGAGCCCTTTGAGCATCTT; reverse: AGCATCCCGTTTGCCCATTA); C3 (forward: CAGGATGCCAAGAGTTCTATGA; reverse: GGTCGTTTGTGTCTGGAATAAAG); and TNF-α (forward: GCCGATTTGCCATTTCATAC; reverse: TGGAAGACTCCTCCCAGGTA). β-actin (forward: GCACTCTTCCAGCCTTCCTT; reverse: ACAGGTCTTTGCGGATGTCC); An ABI PRISM 7500 system was used for the following reactions: denaturation (94°C for 1 min); amplification and quantification (a total of 40 cycles; 95°C for 10 s, 58°Cfor 10 s, 72°Cfor 10 s with a single fluorescence measurement) and dissociation [10].

Cell culture
The embryonically rat neural crest-originated PC12 cells were maintained in DMEM containing 10% fetal calf serum and 1% penicillin-streptomycin and have been previously reported[11]. The cells were plated in plates at least 24hours before treatment with pharmacological substances. The cells were treated with the IgG immune complex (0.1 μg/mL) and/or the anti-FcγRI antibody (0.2 μg/mL) for 24 hours[2].

Statistical analysis	
[bookmark: _Hlk18673073]All data are expressed as the mean ± S.E.M.. Using treatment and time as the main factors, a two-way ANOVA followed by Bonferroni post hoc test was used to analyze the behavioral data. The methods for analyzing proteins and mRNA levels were described in the figures and tables below. Statistical tests were performed with GraphPad Prime 5.02, and P < 0.05 was considered statistically significant. 
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Figure S1: Protein analysis of samples from cells treated with C (control), IC (the IgG immune complex), IF (the IgG immune complex with the anti- FcγRI antibody) and F (the anti- FcγRI antibody). The membranes were probed and developed to detect FcγRI (left) and β-actin (right), respectively. For quantification, the FcγRI levels were normalized to β-actin for each sample to account for loading differences.

	 1st Row
	C
	IC
	IF
	F

	FcγRI
	22532.34
	39644.29
	23897.83
	23202.53

	β-actin
	24052.91
	25509.98
	23597.98
	23989.37

	FcγRI/β-actin
	0.936782
	1.55407
	1.012707
	0.967201



	




	 2nd Row
	C
	IC
	IF
	F

	FcγRI
	10522.09
	26884.94
	15096.23
	14977.36

	β-actin
	18154.77
	17830.89
	22757.84
	22882.33

	FcγRI/β-actin
	0.579577
	1.507773
	0.663342
	0.654538






	 3rd Row
	C
	IC
	IF
	F

	FcγRI
	16263.09
	29736.25
	25043.3
	11563.55

	β-actin
	30429.46
	25559.51
	25322.32
	26820.64

	FcγRI/β-actin
	0.534452
	1.163412
	0.988981
	0.431144








	 Mean ± SEM
	C
	IC
	IF
	F
	F value
	P value

	FcγRI/β-actin 
	0.684±0.127
	1.408±0.123
	0.888±0.113
	0.684±0.156
	6.856
	0.0133



Table S1: Quantified numerical data for samples from cells treated with C (control), IC (the IgG immune complex), IF (the IgG immune complex with the anti- FcγRI antibody) and F (the anti- FcγRI antibody). The levels of FcγRI from C, IC, IF and F were 0.684±0.127,  1.408±0.123, 0.888±0.113 and 0.684±0.156, respectively. The data was analyzed by one-way ANOVA followed by student’s t-test for two group comparisons. 

[bookmark: _GoBack]

	Group
	S
	NP
	NF
	F value
	P value

	SP 
	1.001±0.034
	1.313±0.108
	0.629±0.052
	59.56
	0.0001

	TNFα 
	86.24±3.26
	121.56±7.89
	98.44±4.21
	16.31
	0.0037

	C3
	27.84±0.95
	49.30±4.06
	39.96±1.54
	25.54
	0.0012


Table S2. Data of mRNA levels of substance P and cytokines TNFα and C3 in the spinal cord of neuropathic pain rat with anti-FcγRI antibody. The data were analyzed by one-way ANOVA followed by Tukey’s post hoc test.

	Group
	C
	IC
	IF
	F
	F value
	P value

	SP 
	86.24±3.26
	121.56±7.89
	98.44±4.21
	88.13±3.69
	10.10
	0.0006

	TNFα 
	27.84±0.95
	49.30±4.06
	39.96±1.54
	25.86±2.35
	19.08
	<0.0001



Table S3. Data of substance P, and TNFα protein levels in the PC12 cells treated with IgG immune complex and anti-FcγRI antibody. The data were analyzed by one-way ANOVA followed by Tukey’s post hoc test.
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