Immune profiling study in subcutaneous CT26 colorectal cancer syngeneic model in BALB/c mice by flow cytometry
[bookmark: _Toc141946473]1 Material
[bookmark: _Toc141946474]1.1 Materials and reagents
Table S1. Materials and Reagents
	
	Materials/Reagents
	Supplier
	Cat#

	1
	PBS
	HyClone
	[bookmark: OLE_LINK1][bookmark: OLE_LINK3]SH30256.01

	2
	Staining Buffer
	eBioscience
	00-4222-26

	3
	100×20 mm Dish
	Corning
	430167

	4
	70 μm Cell Strainer
	BD
	352350

	5
	50 mL Centrifuge Tube
	BIOFILM
	CFT011500

	6
	MACS C tube
	Miltenyi
	130-093-237

	7
	Mouse Fc Block
	BD
	553142

	8
	FBS
	ExCell Bio
	FND500

	9
	RPMI 1640 Medium
	Gibco
	22400-089

	10
	Brilliant Stain Buffer
	BD
	566349

	11
	Collagenase D
	Roche
	11088882001

	12
	Hyaluronidase
	Sigma
	H3506

	13
	Deoxyribonuclease I
	Sigma
	DN25-1G

	14
	Foxp3/Transcription Factor Staining Buffer Set
	eBioscience
	00-5523-00

	15
	96-well V plate
	Axygen
	WIPP02280


[bookmark: _Toc455144390][bookmark: _Toc141946475]
1.2 Equipment
Table S2. Equipment
	#
	Equipment
	Supplier
	Cat#

	1
	GentleMACS Octo Dissociator with Heaters
	Miltenyi
	130-093-235

	2
	Digital water bath oscillator
	Changzhou Guohua Application
	SHA-B

	3
	Centrifuge
	Eppendorf
	5810R

	4
	Flow Cytometer
	Cytek
	Aurora



[bookmark: _Toc455144391][bookmark: _Toc141946476]1.3 Antibodies
Table S3. Antibody
	#
	Fluorescein
	Antibody
	Supplier
	Cat#

	1
	BV421
	Anti-CD69
	Biolegend
	104528

	2
	BV421
	Isotype for Anti-CD69
	Biolegend
	400936

	3
	Pacific Orange
	Anti-CD8
	ThermoFisher
	MCD0830

	4
	BV605
	Anti-MHCII
	BD
	563413

	5
	BV650
	Anti-CD25
	Biolegend
	102038

	6
	BV750
	Anti-CD45
	Biolegend
	103157

	7
	BV785
	Anti-Ly6C
	Biolegend
	128041

	8
	AF488
	Anti-CD11c
	Biolegend
	117311

	9
	AF532
	Anti-CD11b
	ThermoFisher
	58-0112-82

	10
	PE
	Anti-Ki67
	eBioscience
	12-5698-82

	11
	PE
	Isotype for Anti-Ki67
	eBioscience
	12-4321-82

	12
	PE-DZL594
	Anti-CD49b
	Biolegend
	108924

	13
	PE-Cy7
	Anti-FoxP3
	eBioscience
	25-5773-82

	14
	APC
	Anti-Ly6G
	BD
	560599

	15
	APC-Cy5.5
	Anti-CD4
	ThermoFisher
	MCD0419

	16
	[bookmark: OLE_LINK5][bookmark: OLE_LINK9]Zombie NIR™
	/
	Biolegend
	423106

	17
	APC-Cy7
	Anti-CD3
	Biolegend
	100222




[bookmark: _Toc128127995][bookmark: _Toc129014220][bookmark: _Toc141946490]MSD analysis of cytokines release (IFN-γ, IFN-β, TNF-a, GM-CSF, IL-10, IL-2, IL-4, IL-8, MCP-1) in CT 26 tumor tissue and serum samples
1. Reagents and Equipment
Table S4. Materials and Reagents
	[bookmark: _Toc88121216]Reagents\Instrument
	Vendor
	Catalog #

	[bookmark: OLE_LINK8]U-PLEX Biomarker Group1(mouse) Multiplex assays
	MSD U-PLEX Platform
	K15069M-1

	MESO QuickPlex 
	Meso Scale Discovery
	SQ 120 

	Centrifuge
	Eppendorf
	5810R




[bookmark: _Toc137652511]Translocation of DAMPs in tumor cell lines
[bookmark: _Toc137652512]1. Materials
1.1 Cell line
Table S5. Cell line used in this study
	[bookmark: _Hlk107932097]No.
	Cell Line
	Species
	Tissue Origin
	Medium
	Culture Property
	Treatment time

	1
	H22
	Mouse
	liver
	RPMI1640+10%FBS
	Suspension
	24h or 48h

	2
	[bookmark: OLE_LINK6]EMT6
	Mouse
	Breast
	Waymouth's MB752/1+15%FBS
	Adherent
	24h or 48h

	3
	CT26
	Mouse
	colon
	RPMI1640+10%FBS
	Adherent
	24h or 48h


[bookmark: OLE_LINK16][bookmark: OLE_LINK17][bookmark: _Toc137652513]Note: All the cells will be cultured in the medium listed at 37°C, 5% CO2 and 95% humidity. Gently pipetting up and down to avoid cell damage caused by excessive mixing with pipette.

1.2 Materials and Reagents
Table S6. Materials and Reagents
	Reagents/Materials
	Vendor
	CAT#
	LOT#

	96-Well Flat Clear Bottom White Polystyrene TC-Treated Microplate
	Corning
	3610
	00122007

	96-Well Round Clear Bottom White Polystyrene TC-Treated Microplate
	Corning
	3799
	26220059

	CellTiter-Glo® Luminescent Cell Viability Assay
	Promega
	G7573
	0000502065

	0.25%Trypsin-EDTA
	Gibco
	25200-072
	2193366

	FBS
	Gibco
	10099-141C
	2377222CP

	DMSO
	Sigma
	D2650
	RNBH9424

	RPMI1640
	[bookmark: OLE_LINK11][bookmark: OLE_LINK12]Gibco
	C22400500BT
	8123028

	Waymouth's MB752/1
	Gibco
	11220-035
	2337589

	P/S
	Gibco
	15070-063
	182167

	UltraComp eBeads
	eBioscience
	01-2222-42
	2495460

	Mouse BD Fc Block™
	BD Biosciences
	553141
	1293775

	BSA
	abstain
	abs49001013b
	#424

	PBS sterile
	Cellmax
	CBS101.05
	20211102

	EDTA
	Invitrogen™
	15575020
	2027365

	FACS Buffer: 1xPBS, 0.1%BSA, 2mM EDTA
	-
	-
	-

	Fix/Perm kit
	eBioscience
	00-5523-00
	2518974

	Annexin V Binding Buffer
	Biolegend
	422201
	B341944


[bookmark: _Toc137652514]
1.3. Test compound (from sponsor)
Table S7. Test compound supplied by sponsor
	Compound
	Sample description
	MW
	Purity
	Solvent
	Storage 

	ZSSW2102001 (FNC)
	Powder 
	286.08
	100%
	DMSO
	Powder: 4℃
After dissolved:-20℃


Note: 
1. The unused stock solution can be shipped back to the client (at the client's cost), disposed of per the client's permit, or be stored at Crownbio for six months after the delivery of the final report and will be disposed of after the 6-month grace period if there is no more request from the client. 

Table S8. Reference control for IC50 assay
	Subject
	Vendor
	Solvent
	Qty.(mg)
	M.W.
	Storage 

	Cisplatin
	Qilu Pharma
	PBS
	10
	300.05
	RT


[bookmark: _Toc137652515]
2. Equipment
· Vi-Cell XR. (Beckman Coulter) (Equipment ID: TACEL0030)
· Envision 2104 Multilabel Reader, PerkinElmer, (USA) (Equipment ID: TAREA0011)
· CO2 Water Jacketed Incubator, SANYO Electric Co., Ltd. (Japan) (Equipment ID: TAINC0240)
· Reverse microscope, Chongguang XDS-1B, Chongqing Guangdian Corp. (Chongqing, P.R.China) (Equipment ID: TAMIC0130)
· FACS machine (Beckman CytoFLEX, Equip ID: TACYT0020)
· Centrifuge (Eppendorf 5920R, Equip ID: TACEN0820)
· [bookmark: OLE_LINK14]Cell counter (Nexcelom Bioscience Cellometer® Auto T4, Equip ID: TAPUS0030)
[bookmark: _Toc137652516]
Analysis Antibodies Information
Table S9. FACS Panel 
	[bookmark: _Hlk130990848]Marker
	Fluorochrome
	Clone
	Cat#
	Isotype
	Vender
	Positive cell
	Volume/test
	Lot#

	[bookmark: _Hlk135408397]Calreticulin
	PE-cy7
	D3E6
	58473
	Rabbit IgG
	CST
	Jurkat
	2 uL
	1

	[bookmark: OLE_LINK15][bookmark: OLE_LINK20][bookmark: _Hlk131680530]Annexin A1
	APC
	74/3
	831604
	Mouse IgG1, κ
	Biolegend
	Jurkat
	2 uL
	B377167

	Hsp70
	AF488
	W27
	648004
	Mouse IgG2a, λ
	Biolegend
	Hela
	2 uL
	B367703

	HSP90
	PE
	C45G5
	70657
	Rabbit IgG
	CST
	Hela
	2 uL
	3

	L/D
	APC-eFluor780
	-
	65-0865-14
	-
	eBiosciences
	-
	1 uL
	2633407



[bookmark: _Toc137652517]Method
[bookmark: _Toc137652518]Part 1. IC50 determination
[bookmark: _Toc130907792]Day -1: Cell seeding
1） Harvest tumor cells and count cells.
2） Adjust cell concentration with the culture medium to the proper density (See table below).
Table S10. Cells proper density
	Cell line
	CT26
	EMT6
	H22

	Incubation time
	24h
	48h
	24h
	48h
	24h
	48h

	Seeding density/well
	4000
	3000
	3000
	2000
	3000
	2000


3） According to the plate map, add 90 µL cell suspensions to a 96-well plate. 
Note: Each cell lines two plates for two different incubation time points.
4） Culture the plates overnight in a humidified incubator at 37°C with 5% CO2.
[bookmark: _Toc130907793]Day 0: Compound treatment
5） Prepare 3-fold, 9-point dilutions of the test compound in DMSO (work dilution-1), then prepare work dilution-2 by diluting work dilution-1 in a culture medium. Prepare work dilution-2 of Cisplatin in culture medium directly (Detailed information refer to Appendix 1).
6） Dispense 10 µL test compound solution (10x) or Cisplatin (10x) separately to each well (triplicate for each concentration).
7） Culture the plates in a humidified incubator at 37°C with 5% CO2 for the indicated time.
[bookmark: _Toc130907794]Day 1 (24 h) and 2 (48 h): Reading plate
8） Determine the cell viability of assay plates using CTG assay as follows.
a) [bookmark: OLE_LINK10]Equilibrate the plate and its contents at room temperature for approximately 30 min.
b) Add 50 µL of CellTiter-Glo® Reagent into the assay well.
c) Mix contents for 2 min on an orbital shaker to induce cell lysis.
d) Allow the plate to incubate at room temperature for 10 min to stabilize the luminescent signal.
e) Record luminescence using EnVision MultiLabel Reader.
[bookmark: _Toc137652519]Part 2. Co-culture
Day -1: Cell seeding and compound treatment 
1） Harvest tumor cells, count viable cells with Vi-Cell, and adjust cell density. Seed 1.8 mL cell solution/well to 6-well flat bottom tissue culture plate according to the plate map to make the cell confluence at 80-90% (at least 1M total cells) at the indicated endpoint, set duplicate for each treatment, the seeding density of each cell line show as below.
Table S11. Cells seeding density
	Cell line
	CT26
	EMT6
	H22

	Incubation time
	24h
	48h
	24h
	48h
	24h
	48h

	Seeding density/well
	0.5×10^6
	0.25×10^6
	0.5×10^6
	0.25×10^6
	1×10^6
	0.3×10^6



Day 0: Compound treatment (in 6-well plate)
[bookmark: OLE_LINK18][bookmark: OLE_LINK19]2）Prepare 1000x compound solution in DMSO, then 100-fold dilution with growth medium to make 10x compound solution. Add 0.2 mL of 10x drug solution into corresponding wells following the map; the final concentration is indicated in the plate map below. 
3） Add 0.2 mL 1%DMSO solution to the vehicle control wells, diluted in culture medium.
4） Add 0.2 mL of culture medium to cell-only wells. 
5）Incubate the cells in a humidified incubator at 37 ºC with 5% CO2 for indicated time points.
Table S12. Plate map
	Plate 1
	1
	2
	3
	One cell line/24h

	A
	10 μΜ
	1 μΜ
	0.1 μΜ
	

	B
	10 μΜ
	1 μΜ
	0.1 μΜ
	

	　
	　
	　
	　
	

	Plate 2
	1
	2
	3
	

	A
	Vehicle
	Cell only
	　
	

	B
	Vehicle
	Cell only
	　
	

	　
	　
	　
	　
	　

	　
	　
	　
	　
	　

	Plate 1
	1
	2
	3
	One cell line/48h

	A
	1 μΜ
	0.1 μΜ
	0.01 μΜ
	

	B
	1 μΜ
	0.1 μΜ
	0.01 μΜ
	

	　
	　
	　
	　
	

	Plate 2
	1
	2
	3
	

	A
	Vehicle
	Cell only
	　
	

	B
	Vehicle
	Cell only
	　
	


[bookmark: _Hlk120282893]Note: As shown above, there will be two sets of plates 1 and 2 for two different incubation times of one cell.
[bookmark: _Toc96257142][bookmark: _Toc97136981]
Day 1 (24h) and day 2(48h): Sample collection 
6）Take one of the plates 1 and 2 out, centrifuge the plates at 1500rpm for 5 min, transfer 1 mL supernatant per well from each plate, and transfer the supernatant to the biomarker group for HMGB-1 detection by ELISA.
7）Remove the residual supernatant to a new plate, wash cells with PBS, dissociate cells with TrypLE and pool all cells together (in the supernatant, in the PBS washing solution and also the dissociated cells) from the same well, transfer cells to biomarker group for FACS analysis.
[bookmark: _Toc137652520]

Analysis of HMGB1 by ELISA
[bookmark: _Toc137652521]Instruments
Table S13. Instruments
	Instrument Name
	Brand
	Model
	Equip ID

	Microplate reader
	Tecan
	INFINITEEPLEX
	TAREA0050

	Freezing centrifuge
	Eppendorf
	5424R
	TACEN0610

	Plates shaker
	IKA
	[bookmark: _Toc35360609]MTS 2/4
	TAMIX0100

	Auto washer
	BioTek
	ELX405
	T00699


[bookmark: _Toc137652522]
Reagents
Table S14. Reagents
	[bookmark: _Hlk60689001][bookmark: _Toc4035][bookmark: _Toc21856][bookmark: _Toc517180969]Reagent
	Vendor
	Cat. No.
	Lot. No.
	Expiration date

	HMGB1 Express ELISA
	TECAN
	30164033
	EHMX123
	10/31/2023


[bookmark: _Toc137652523]Reagent preparation
Bring all reagents to room temperature before use.
[bookmark: _Toc105402768]Wash Buffer
Add the wash buffer concentrate (200 mL) to 800 mL of deionized water and mix.
[bookmark: _Toc105402769]
Colour solution
6 mL colrea A+6 mL colrea B, prepare immediately before needed.

Enzyme conjugate
One bottle Enzyme Conjugate+12 mL Enzyme Conjugate Diluent, mixing.
[bookmark: _Toc105402770]
preparation of standard
Label 7 PS or PP tubes, one for each standard point: S7, S6, S5, S4. S3, S2, S1. Dispense a small amount of the concentrated standard (80ng/mL) into tube S7 Pipette 200 µL Diluent Buffer into tubes S6 - S1 and then prepare 1:2 serial dilutions for the standard curve as follows:

Table S15. Dilution method for standard
	Standard
	Concentration
	Dilution method

	7
	[bookmark: OLE_LINK13]80 ng/mL
	Use Standard as provided.

	6
	40 ng/mL
	Add 200 µL of Standard 7 to 200 µL of Diluent Buffer and mix.

	5
	20 ng/mL
	Add 200 µL of Standard 6 to 200 µL of Diluent Buffer and mix.

	4
	10 ng/mL
	Add 200 µL of Standard 5 to 200 µL of Diluent Buffer and mix.

	3
	5 ng/mL
	Add 200 µL of Standard 4 to 200 µL of Diluent Buffer and mix.

	2
	2.5 ng/mL
	Add 200 µL of Standard 3 to 200 µL of Diluent Buffer and mix.

	1
	0 ng/mL
	Use Diluent Buffer as provided.



Dilution of samples, Standards and Control
10 µL Sample, Control or Standards+ 400 µL Diluent Buffer and mix.
[bookmark: _Toc137652524]Assay procedure
Bring all reagents and samples to room temperature before use. 
1) Prepare all reagents and samples as directed by the previous sections.
2) Remove excess microplate strips from the plate frame, return them to the foil pouch containing the desiccant pack, and reseal.
3) Pipette 100 µL of each prediluted Standard, Control and sample into the respective microtiter plate wells. Cover the plate with adhesive foil. Incubate for 2 hours at +37°C.
4) Remove adhesive foil. Discard the incubation solution. Wash plate 5 x with 400 µL diluted Wash Buffer. Remove the excess solution by tapping the inverted plate on a paper towel.
5) Pipette 100 µL Enzyme conjugate into each well. Cover the plate with adhesive foil. Incubate 1 hour at +25°C.
6) Remove adhesive foil. Discard the incubation solution. Wash plate 5 x with 400 µL diluted Wash Buffer. Remove the excess solution by tapping the inverted plate on a paper towel.
7) Pipette 100 µL premixed Colour solution into each well. In the dark, incubate 20 min at room temperature (18-25°C).
8) Stop the color reaction by adding 100 µL of Stop solution into each well. Briefly mix contents by gently shaking the plate.
9) Measure optical density with a photometer at 450 nm (Reference-wavelength: 600nm) within 60 min after pipetting the Stop Solution.
[bookmark: _Toc137652525]
Calculation of Results
A four-parameter algorithm (4PL) provides the best fit, though other equations can be examined to see which provides the most accurate (e.g., linear, semi-log, log/log, four parameters logistic). Interpolate protein concentrations for unknown samples from the standard curve plotted.
Samples producing signals greater than that of the highest standard should be further diluted and reanalyzed, then multiplied by the concentration found by the appropriate dilution factor.
[bookmark: _Toc137652526]
FACS assay
1) Resuspend cells in 100 µL PBS with 1µL viability dye to each sample.
2) Incubate in a 4-degree fridge for 10 minutes in dark
3) Add 2 ml of wash buffer to each tube and resuspend the cells gently. Centrifuge the tubes at 300g for 5 minutes and discard the supernatant completely.
4) Resuspend cells to each sample in 100 µL Annexin V Binding Buffer (cat # 422201) with 2 µL anti-annexin A1, calreticulin, Hsp70, and HSP90 antibodies.
5) Stain for 30 minutes at 4 degrees in the dark. 
6) Add 2 ml of wash buffer to each tube and resuspend the cells gently. Centrifuge the tubes at 300g for 5 minutes and discard the supernatant.
7) Repeat the wash step to wash the cell twice.
8) Resuspend stained cells in 200 µL PBS and analyze them on the flow cytometer.
[bookmark: _Toc137652529]
Data analysis
[bookmark: _Toc137652530]IC50 assay
Anti-cell viability IC50 will be calculated based on each cell line's percentage of control (POC) data. The POC of sample wells is calculated according to the below formula:
POC = (Reading value of sample average reading value of background wells)/(average value of vehicle control wells-average reading value of background wells) × 100%
[bookmark: _Toc137652531]
FACS Data Transfer and Analysis
1) Data should be transferred as raw FCS files using BD FACS Diva: Export>FCS Files (not Export>Experiment)
2) Data will be uploaded to the cloud, including the single-color compensation controls, in the same folder
3) Data will be analyzed by using Kaluza 2.0 or FlowJo 8.1.
4) The analyzed data will be exported into PDF and Excel files.
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Figure S1. Comprehensive Flow Cytometry Analysis of Cellular Subpopulations via Hierarchical Gating Strategy
(A) All cells showed a dominant red cluster (92.5%), separated by a black diagonal line to distinguish subpopulations; (B) Single Cells exhibited 96.3% purity with tight diagonal clustering, minimizing doublets; (C) Live Cells (92.4%) displayed concentrated red regions for viable cells; (D) CD4+ T cells formed a red cluster (33.7%), outlined by a black rectangle for subpopulation analysis; (E) CD8+ T cells (27.3%) showed a smaller red cluster, with a black rectangle delineating cytotoxic/memory subsets; (F) Regulatory T cells (Tregs, 19.5%) had a moderate red cluster and a black rectangle for FoxP3+ suppressive subsets; (G) CD11b+ cells (60.0%) dominated with a large red cluster, and a black rectangle isolated macrophages/monocytes/dendritic cells; (H) PBMC/MSC (6.74%) appeared as sparse red clusters, with a black rectangle highlighting MSCs; (I) Non-classical (NC) cells (17.1%) showed low-density red clusters, potentially marking NK cells via the black rectangle; (J) Ly6C/Ly6G granulocytes (63.1%) formed medium-density red clusters, with a black rectangle distinguishing neutrophils; 
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