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[bookmark: _GoBack]Additional file 3: Figure S3. The surface expression of the HER2 CAR and PD-L1 CCR on T cells. a Schematic representation of the HER2 CAR and PD-L1 CCR constructs. The HER2 CAR (HER2-z) was generated by using the first generation of the CAR that fuses the HER2-specific scFv to the human CD8 hinger and transmembrane domain, followed by the CD3ζ cytosolic signaling domain. HER2-z-PD-L1-28 was generated by linking HER2-z to the PD-L1 CCR, which was generated by fusing a humanized PD-L1-binding scFv to the hinger, transmembrane and intracellular signaling domains of human CD28, followed by the self-cleaving T2A peptide sequence. b A total of 5×105 T cells were harvested and washed twice with FACS buffer, stained with 0.5 μL of Alexa Fluor 647-conjugated anti-Myc tag and 0.5 μL of PE-conjugated anti-DYKDDDDK at 4°C for 30 min, washed twice with FACS buffer, and resuspended in FACS buffer to detect the HER2 CAR and PD-L1 CCR. The percentage of positive cells was quantified in the upper right quadrant of each 2D flow cytometry contour diagram.
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