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GSDME-dependent pyroptosis potentiates c-Met-targeted ADC and PD-(L)1 blockade synergy in solid tumors
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SUPPLEMENTARY MATERIALS AND METHODS

Affinity of RC108 and c-Met assay
The affinity determination of RC108 and c-Met was performed by Biacore (T200, Cytova, USA). RC108-ADC was captured on the Protein A chip (Cytiva, USA). Gradient diluted c-Met protein (J5227, ACRO) was bound to RC108-ADC on the chip surface. The chip was regenerated using 10mM Gly-HCl (pH 1.5) at the end of each cycle. The affinity was calculated using a 1:1 (Langmuir) fitting model using BIA analysis software. 

SUPPLEMENTARY FIGURES
Supplementary Fig S1
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[bookmark: _Hlk100912473]Supplementary Fig S1. RC108 and MMAE induce pyroptosis.
A, Surface plasmon resonance assay was used to identify the affinity between RC108 and c-Met. B, CAKI1 cells were processed by hIgG-ADC, RC108-0, and RC108-ADC. Fluorescent signals were tracked and labeled at 0.5h and 16h, respectively. hIgG-ADC, Homologous antibody of RC108 coupled with MMAE; RC108-0, c-Met monoclonal antibody uncoupled with MMAE; RC108-ADC, c-Met monoclonal antibody coupled with MMAE. C, Representative figure of NCI-H226 cells pyroptosis phenotype induced by RC108 or MMAE at 48h. D, E, The IC50 value of RC108 in CAKI1 and MDA-MB-231 cells at 72 hours was detected by the cck-8 assay.

Supplementary Fig S2
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Supplementary Fig S2. RC108-induced pyroptosis is decreased by Caspase3 inhibition.
A, Western blot analysis of GSDMD expression with RC108 or MMAE treatment. B, Representative figure of NCI-H226 pyroptosis phenotype induced by RC108 and/or Ac-DEVD-CMK at 48h.



Supplementary Fig S3

Supplementary Fig S3. RC108 or MMAE induces HSP70 and HSP90 expression. A, B, Immunofluorescence staining of HSP70 and HSP90 expression induced by RC108 or MMAE in NCI-H226.

Supplementary Fig S4

Supplementary Fig S4. RC108 combined with PD-1/PD-L1 blockade exerts synergistic tumor inhibition effect.
A, B, Animal and tumor images of all groups in the in vivo experiment. C, Tumor volume of individuals in all groups.

SUPPLEMENTARY TABLES
Supplementary Table S1. 
Association between GSDME expression and clinic-pathological characteristics of pancreatic cancer patients
	Clinical Pathological Parameters
	n
	GSDME
	X2
	P

	Gender
	
	
	
	
	

	Male
	
	38
	24(63.2%)
	0.34
	＞0.05

	Female
	
	33
	23(69.7%)
	
	

	Pathological Grading
	
	
	
	
	

	1-2
	
	5
	3(60%)
	2.00
	＞0.05

	2
	
	35
	23(65.7%)
	
	

	2-3
	
	23
	14(60.9%)
	
	

	3
	
	8
	7(87.5%)
	
	

	Tumor Infiltrating CD8+T Cell
	
	
	
	
	

	＜5%
	
	30
	13(43.3%)
	9.8
	＜0.01

	5-10%
	
	26
	21(80.8%)
	
	

	≥10%
	
	10
	8(83.6%)
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