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Validation of Whitlow Linker/218 (E3U7Q) Rabbit mAb Validation of G4S Linker (E702V) Rabbit mAb

Figure 1A: Detection of an anti-CD19 (FMC63) CAR
on the surface of primary human T cells

Figure 2A: Detection of an anti-CD20 (Leu16) CAR
on the surface of primary human T cells

Table 1: Commonly used reagents for flow cytometric
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Flow cytometric analysis of live pan-CD3+ T cells engineered to express a scFv-based Anti-
CD20 (Leu16) CAR containing a G4S linker, using G4S Linker (E702V) Rabbit mAb (Alexa
Fluor® 647 Conjugate) (right) or concentration-matched Rabbit (DA1E) mAb IgG XP® Isotype
Control (Alexa Fluor® 647 Conjugate) #2985 (left). Tag Blue fluorescent protein (TagBFP) is a
transduction marker co-expressed with the CAR.

Flow cytometric analysis of live pan-CD3+ T cells engineered to express a scFv-based Anti-
CD19 (FMC63) CAR containing a Whitlow/218 linker, using Whitlow/218 Linker (E3U7Q)
Rabbit mAb (Alexa Fluor® 647 Conjugate) (right) or concentration-matched Rabbit (DA1E)
mADb IgG XP® Isotype Control (Alexa Fluor® 647 Conjugate) #2985 (left). Tag Blue fluorescent
protein (TagBFP) is a transduction marker co-expressed with the CAR.
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Figure 1B: Detection of an anti-CD20 (Leu16) CAR
on the surface of primary human T cells

Figure 2B: G4S Linker/218 (E702V) Rabbit mAb does not cross-
react with a scFv-based CAR using a Whitlow/218 linker
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In a live cell flow cytometry assay, fluorophore conjugates of
E702V and E3U7Q specifically detect surface expressed scFv-
based CARs containing either a Gly,Ser linker or a Whitlow
linker/218, respectively. Furthermore, these recombinant
monoclonal antibodies are versatile in that they can also detect
their respective linker sequence independently of scFv

CD20 (Leu16) CAR containing a Whitlow/218 linker, using Whitlow/218 Linker (E3U7Q) Rabbit
mADb (Alexa Fluor® 647 Conjugate) (right) or concentration-matched Rabbit (DA1E) mAb IgG
XP® Isotype Control (Alexa Fluor® 647 Conjugate) #2985 (left). Tag Blue fluorescent protein
(TagBFP) is a transduction marker co-expressed with the CAR.

Live wild type Jurkat cells, and Jurkat cells stably expressing a scFv-based CD19 (FMC63)
CAR using either a 3X G4S linker or a Whitlow/218 linker, were immunostained with G4S
Linker (E702V) Rabbit mAb (Alexa Fluor® 647 Conjugate) and analyzed by flow cytometry.

Table 2: Selected anti-CAR linker rabbit mAb conjugates
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Figure 1C: Whitlow Linker/218 (E3U7Q) Rabbit mAb does not
cross-react with a scFv-based CAR using a G4S linker
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