CarTScreening_CART0051_NgsGrna_086 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_083 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_082 |
Donor A1 CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_079 |
Donor A1 CD4 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_022 |
Donor 2 1 CD4 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_020 |
Donor 2 |1 CD4 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_019 |
Donor 21 CD4 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_017 |
Donor 2 1 CD4 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_016 |
Donor 1 1 CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_062 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_061 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_060 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_059 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_058 |
Donor A | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_057 |
Donor A | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_056 |
Donor A1 CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_055 |
Donor A1 CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_054 |
Donor A1 CD8 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_053 |
Donor A | CD8 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_052 |
Donor A1 CD8 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_051 |
Donor A1 CD8 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_040 |
Donor 2 1 CD4 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_038 |
Donor 21 CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_074 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_073 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_072 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_071 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_070 |
Donor A | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_069 |
Donor A | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_068 |
Donor A1 CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_067 |
Donor A | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_066 |
Donor C | CD8 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_065 |
Donor C | CD8 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_064 |
Donor C | CD8 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_063 |
Donor C | CD8 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_116 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_115
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_114
Donor A | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_113 |
Donor A1 CD4 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_002 |
Donor 2 1 CD4 | Number gRNAs: 77659

CarTScreening_CART0043_NgsGrna_001 |
Donor 1 1 CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_012 |
Donor C | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_010 |
Donor A | CD4 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_009 |
Donor C | CD3 | Number gRNAs: 77659

CarTScreening_CART0051_NgsGrna_007 |
Donor A | CD3 | Number gRNAs: 77659

Timelines of the genome-wide FACS-based screens
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‘K562—CD19—mGFP ’
4 hrs | Target/CART: 1

: Readout CD69+++ (3.5%)
Electroporation
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4 hrs | Target/CART: 1
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Electroporation
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4 hrs | Target/CART: 1
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4 hrs | Target/CART: 1

Readout CD69++ (5.2%)

Electroporation

BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> CD19+ —> CD69++
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4 hrs | Target/CART: 1

. Readout CD69+ (4.9%)
Electroporation

BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> CD19+ —> CD69+

Cas9 CAMEL
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K562-CD19-mGFP
4 hrs | Target/CART: 1
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. Readout CD69- (10.5%)
Electroporation
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Electroporation

BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> CD19+ —> CD69+

Cas9 CAMEL
B K562-CD19-mGFP
4 hrs | Target/CART: 1

Readout CD69- (10.1%)

Electroporation

BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> CD19+ —> CD69—’

Cas9 CAMEL
K562-CD19-mGFP
4 hrs | Target/CART: 1

Readout CD69+++ (4.9%)

Electroporation

BD FACSAria Fusion | Fluorofix | Gating: CD8+ —> CD19+ —> CD69+++

Cas9 CAMEL
K562-CD19-mGFP
4 hrs | Target/CART: 1

_ Readout CD69++ (4.8%)
Electroporation
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| Readout FAS+ (6.5%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> CD19+ —> Fas+++
Cas9 CAMEL
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| Readout FAS—— (6.5%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> CD19+ —> Fas—-
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| Readout FAS+ (5%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> FAS+
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| Readout FAS-— (5.6%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> FAS-
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| Readout FAS— (5.3%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> FAS—
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-_Blasticidin
| Readout FAS—— (4.9%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> FAS—-
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| Readout FAS+ (5.4%)
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Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> FAS-
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| Readout FAS—— (5.9%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> FAS——
Cas9 CAMEL
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| Readout FAS—— (6.8%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD4+ —> FAS——
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| Readout FAS—— (5.2%)
Electroporation BD FACSAria Fusion | Fluorofix | Gating: CD8+ —> FAS———

Cas9 CAMEL

‘ K562-CD19-mGFP ’
69 hrs | Target/CART: 1
]

Readout PD1_LAG3_TIM3_Triple—Positive (18.5%)

BD FACSAria Fusion | Fluorofix
Gating: CD4+ —> GFP+ —> PD1_LAG3_TIM3_Triple—Positive

Electroporation

Cas9 CAMEL

Blasticidin K562-CD19-mGFP
69 hrs | Target/CART: 1
——

Readout PD1_LAG3_TIM3_Triple-Low (1.4%)

BD FACSAria Fusion | Fluorofix
Gating: CD4+ —> GFP+ —> PD1_LAG3_TIM3_Triple—Low

Electroporation

Readout PD1_LAG3_TIM3_Triple—Positive (17.7%)

BD FACSAria Fusion | Fluorofix
Gating: CD4+ —> GFP+ —> PD1_LAG3_TIM3_Triple—Positive

Cas9 CAMEL
- K562-CD19-mGFP
69 hrs | Target/CART: 1
Electroporation
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69 hrs | Target/CART: 1

Electroporation
Cas9 CAMEL

Blasticidin

-Readout

Puromycin
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Readout PD1_LAGS3_TIM3_Triple-Low (0.8%)

BD FACSAria Fusion | Fluorofix
Gating: CD4+ —> GFP+ —> PD1_LAG3_TIM3_Triple-Low
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