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Figure 5. Immunobloting analysis of HA protein tag expression in hCD19-MAP3KgN-CAR plasmid
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/ arginine —>» c‘ . . - . .
‘:A,,‘;’:';f‘;i?d:’"" Q@O 2. Test expression by transient expression (transfection) in HEK293T : N :
s ?T 4__»_)_) \ cells and by infection (transduction) in OT1 CD8 T cells GFP Expression after OT1 Mouse CD8" T Cells Transduction
(L) 1 metaotism & Con MAP3KWT  MAP3KAN
Plasmid mix Co-transfection of Harvest retroviral particles ~ Transduce activated
HEK293T cells containg OT1CD8' T cells
_ hCD19-MAP3KAN-CAR: ¢ GFP

Figure 1. CAR-T cells face metabolic challenge in solid tumor
microenvironment. CAR-T cells become metabolically exhausted in the
hostile solid tumor microenvironment (TME) that includes the presence of
iImmunosuppressive molecules (TGFD, IL-10, etc.) and cells (T-regs, MDSCs,
etc.) and lead to CAR T-cell hypofunctionality.*

. Figure 6. GFP expression in transduced OT1 mouse CD8* T cells (method 2). CD8* T cells from OT1
: mice were isolated, activated, and transduced with the control CAR, MARP3KWT-CAR and MAP3KgiN-CAR.
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