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1 Experimental materials.
1.1 Experimental Instruments.
Table 1 Experimental Instruments.
	Instrument Name Source.
	Instrument Name Source.

	Medical centrifuge
	Hunan Catcher (Model: H2-16K).

	ULT freezer
	Thermo USA (model: Dw-hl528)

	Scroll oscillator
	Cyroczech, USA (model: MX-S)

	Palmtop centrifuge
	Wuhan Xavier (model: MC-700)

	Trace photometer
	Shanghai Vek (Aurora-900)

	Gradient PCR apparatus
	Bio-rad (T100 Thermal Cycler)

	Real-time quantitative PCR instrumen
	Thermo USA (Stepone Plus)


1.2  experimental reagent.
Table 2   experimental reagent
	Name of reagent
	Source

	Anhydrous ethanol
	Tianjin Fuyu Fine Chemical Co. , Ltd.

	Total RNA Kit I Kit
	Omega (Lot Number: R6834010000d20v099)

	Evo M-MLV reverse transcription premix kit
	Accurate Biotechnology (item number: AG11728, Lot Number: A4A0765)

	SYBR Green Pro Taq HS premixed qPCR kit
	Accurate Biotechnology (item number: AG11701, Lot Number: A4A0503)

	ROX Reference Dye
	Accurate Biotechnology (item number: AG11703, Lot Number: A3a1809)


2 Experimental procedure
2.1 RNA extraction
Add 20 μl of beta Beta-Mercaptoethanol per 1 ml of Trk Lysis Buffer before use.
< 5 × 106 cells: 350 ΜL TRK Lysis Buffer β-Beta-Mercaptoethanol mixture;
< 1 × 107 cells: 700 μl TRK Lysis Buffer β-Beta-Mercaptoethanol mixture;
(1) suspension culture cells: the cells were collected by centrifugation at 500xg for 5 min, the culture medium was discarded, the lysate was added into Trk Lysis Buffer, and the lysate was transferred into the homogenate column, which was sheathed into 2 ml non-enzyme centrifuge tube, the filtrate was collected by centrifugation at room temperature 14000xg for 2 min to remove the insoluble impurities
(2) adding 70% ethanol of equal volume into the filtrate and mixing it by vortex;
(3) the RNA-binding column was sheathed in a collection tube, and the mixture obtained in the second step (the mixture was ≤700 μl per transfer) was transferred, centrifuged at 10000 XG for 1 min at room temperature, and the filtrate was discarded;
(4) Repeat step 3 until all the mixtures are bound to the RNA-binding column;
(5) the RNA-binding column was sheathed in a collecting tube, 500 μl RNA Wash Buffer I was added into the binding column, 10000 XG was centrifuged for 30 s, and the filtrate was discarded;
(6) the RNA-binding column was put back into the collecting tube, 500 μl RNA Wash Buffer II was added into the binding column, 10000 xg was centrifuged for 1 min, and the filtrate was discarded;
(7) Repeat step 6;
(8) the RNA-binding cylinder was put back into the collecting tube and centrifuged for 2 min at 10000xg;
(9) the RNA-binding column was sheathed in a new 1.5 ml enzyme-free centrifuge tube, 30-70 μl Nuclease-free Water was added to the binding column, and RNA was eluted by centrifugation at 10000 xg for 2 min, with the product placed at -70 ° C for preservation.
2.2 RNA purity detection and quantification
RNA was extracted at 1 μl and the concentration of RNA was determined by photometer. The ratio of A260/A280 ranged from 1.8 to 2.1, indicating good
Table 3 RNA to DNA reaction system
	Reagent 
	usage

	Total RNA
	10 pg-5 μl

	5×gDNA Clean Reaction Mix
	2 μl

	RNase free water
	Up to 10 μl



2.3.2 cDNA synthesis
(1) On ice configuration, cDNA synthesis reaction system was prepared in 200 ΜL microcentrifuge tube of RNase-Free (see Table 4) , blow and mix, total volume was 20 ΜL.
Table 4  cDNA synthesis reaction system
	Reagents
	usage

	RNA was removed from DNA treatment reaction solution
	10 μl

	5×Evo M-MLV RT Reaction Mix
	4 μl

	RNase free water
Total
	6 μl
20 ul



(2)The reaction was performed by gradient PCR according to the procedure shown in table 5, and stored at 4 ° C.
Table 5 reverse transcription response program
	temperature
	time

	37℃
	15 min

	85℃
	5 sec

	4℃
	



2.4 Real-Time PCR
The cDNA products were separately prepared in RNase-Free microtube tubes in the following PCR reaction system (Table 6) , each template with 3 complex wells, configured on ice.
Table 6 PCR reaction system（20 μl）
	Reagent  
	usage

	2×SYBR Green Pro Taq HS Premix 
	10 μl

	Template
	＜100ng

	Primer F(l0 uM)  
	 0.4 μl

	Primer R(l0 uM)
ROX Reference Dye(20 uM)   
	 0.4 μl
 0.4 ul

	RNase free water
	Up to 20 μl



The primer sequences used are shown in table 7:
Table 7 primer sequences
	The name of the primer
	Primer sequence 5' -3'
	PCR product length/ /bp

	GAPDH
	AGGGCTGCTTTTAACTCTGGT
	206

	
	CCCCACTTGATTTTGGAGGGA
	

	ZBP1
	GGAAGAAGAGCAAAGTCAGCC
	79

	
	AGCTGTTGGGTCCATTCTGG
	

	CD8A
	GCAAGATCCACCGCCTTACT
	110

	
	AAACGGCAGCAGTGTGTTTG
	

	AIM2
	GCTCTCCTGAGTCCTCTGCTA
	99

	
	ACAACTTTGGGATCAGCCTCC
	

	GSDMD
	CAGTTTCACTTTTAGCTCTGGGC
	151

	
	CTGGACCACTCTCCGGACTA
	

	MEFV
	AGCCTGAAGACTCCAGACCA
	148

	
	AGGCCTTCTCTCTGCGTTTG
	

	Casp8
	CACCTTGTGTCTGAGCTGGT
	100

	
	CAGCCACCAGTCACCTTCTT
	

	MLKL
	ATCAGCAGGATGCAGACGAA
	141

	
	AGGACGATTCCAAAGACTGCC
	



A two-step method was used to carry out the PCR reaction program, and the two-step PCR amplification program is shown in Table 8



Table 8 PCR amplification program
	cycle steps
	temple
	time
	Cycle number

	Step 1
	95℃
	30 sec
	1

	Step 2
	95℃
	5 sec
	40

	
	60℃
	30 sec
	

	Step 3
	Instrument default settings
	


   
3. The results of the experiment
The data were analyzed by 2-△△ CT method and SPSS Statistics 21. The results were compared among groups by single factor analysis, with P < 0.05 as the significant difference. Origin Pro 9.0 software was used for drawing.


