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Activation (CD69 Expression)

Fig. S1. Activation (CD69 expression) in Jurkat T cells transduced with the eGFP-P2A-CD5-CAR lentiviral
vector correlates with eGFP expression in both CD5-CAR groups. Data above shows activation in Jurkat T
cells transduced at a multiplicity of infection (MOI) of 2, four days post-transduction. Only GFP positive cells
were activated, no activation is seen in the eGFP-negative Jurkat T cells.
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Fig. S2. CD5-CAR expression is demonstrated in Jurkat T cells transduced with the eGFP-
P2A-CD5-CAR lentiviral vector by a Western blot using a CD3C antibody. CD5-CAR
expression increased with a corresponding increase in MOI. The Western blot was
performed nine days post-transduction.
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Fig. S3. Transduced proviral vector copy number (VCN) in Jurkat T cells
transduced with the eGFP-P2A-CD5-CAR lentiviral vector decreased over time.
The decrease in VCN corresponded with a decrease in activation as measured

by surface CD69 expression.
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Fig. S4. Transduction efficiency of Jurkat T cells. Non-edited (A) and CD5-edited Jurkat T cells
(B) were transduced with the eGFP-P2A-CD5-scFv-CAR lentiviral vector. eGFP expression was
measured by flow cytometry.
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Fig. S5. CD5 protein expression. Western blot using anti-CD5 antibody on whole cell
lysates from non-edited (A) and CD5-edited Jurkat T cells (B) transduced with CD5-
VLR-CAR, CD5-scFv-CAR or BCL-VLR-CAR lentiviral vector at MOls 1, 10 and 20.
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1 10 20 1 20 1 10 20 1 20 edited Jurkat T cells bind CD5-Fc to a greater degree than
MOl . MOI 9 A do CD5-scFv-CAR-modified non-edited Jurkat T cells at
similar levels of eGFP expression, as measured by flow
CDS-scFv-CAR =, cytometry, day 4: p=0.002; day 8: p=0.113, day 12:
BCL-VLR-CAR —> p=0.249. (C) CAR protein expression measured by Western
blot using anti-CD3 antibody on whole cell lysates from
non-edited (left) and CD5-edited Jurkat T cells (right)
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Fig. S7: Primary T cell CD5 and CD5-CAR
expression measured by flow cytometry. CD5
expression in non-edited (A) and CD5-edited
primary T cells (B). CD5-CAR expression measured
by CD5-Fc binding in eGFP-positive non-edited (C)
and CD5-edited primary T cells (D).
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Fig. S8. CD5 surface expression on CD5-scFv-CAR-modified effector Jurkat T cells in culture
with naive Jurkat target T cells. Flow cytometry was used to measure CD5 expression on
effector cells cultured alone or at E:T ratios 2:1, 1:1, 1:5. White bars signify non-edited
effector cells; black bars signify CD5-edited effector cells.




eGFP expression

Day 1-Peripheral Blood

Day 1

e 3.5%
o]
o
4 =3
] ]
™ - b
a -
ey
w =23
@ 3
"]
=
=
g Flll\lmllllll TTT lHlll T fl\l'Hf' TT \Illlll T
e 0107 19 10 10
- YG5B2115-A
Day 1-Bone Marrow
= 0%
e
s
< =3
& 3
2 7
Z ]
ey
@ 3
E: T I} [ T f'\ITTIII T Illfllll T fll"H'I T
10 10 10%
137 YG 5820154
Day 1-Spleen
"
e %
e
< =3
o 1 <%
8 13 3
B Ey 377
w =3 o2 o
w __-yf' "
] 5 v
3w
o kgL
E. - T I l I T 'IT‘T"I TlT""l TYT"'TITI T
s O 102 10? 10* 10
YG 58215-A

103

»a

4
1

Day 3

Day 3-Peripheral Blood

0%

B 530/30-4
2

-129

bl ol

]Ill‘jlllll" T T T

=218

1

103
L

B 530/30-4

4 3
A

TT lllll'\l
0 10° 10? 10
YGHB2115-4

Day 3-Bone Marrow

TIT IIIII[ T
10%

0%

$ TF | T TTTTm T llllll'll T ITII"I'I T
010 10° 10 10%
-121 YG 5821 5-A
Day3-Spleen
e
S 0%
e
o
<73
& 3
=
S
™
w
@
>
; '|llll"|lllll‘ T 1T T TT I"“TI TT ”"lTI T
g5 010 102 10* 10°
1 YG 582/15-A

Day 18-Peripheral Blood

Day 18

P
=3 0%
.
T 73
& 7
2 ]
Se
0 =3
@ 3
o
o
ﬂ‘ "III“I\I'II T T TTT T IWIIIIII T IIIH'II" T
o1g 0107 1 10 108
1 YG 582M15-A
Day18-Bone Marrow
o
= 0%
o
$ 73
2 @
Se
0 =3
@ 3
] Q4
NCD—
= P
- :
@ m T LELRLAL T IIIII'III T ll”“l'l T
g 0 10 10° 10* 10°
YG 58215-A
Day18-Spleen
»
= 0%
]
<73
5 1 Ql Q@
g ]
=
0 23
@
N_Q_—-
[=—
-
:‘ oy TTT \ll\| T lll'HlIl TT l'\ll'\ll T
g5 0107 10 10* 10
- YG5B8215-A

Peripheral

Blood

Bone

Marrow

\ 4

human CD45 expression

Spleen

Fig. S9. Persistence of CD5-CAR
expressing NK-92 cells in absence of IL-2.
107 non-irradiated eGFP-P2A-CD5-scFv-
CAR expressing NK-92 cells were
injected into NSG mice. Mice were not
given IL-2. Peripheral blood, bone
marrow and spleen were evaluated for
presence of CAR expressing NK-92 cells
using eGFP and human CD45 expression.
No evidence of CAR-NK-92 cells were
seen by day 3. No evidence of
engraftment in bone marrow was seen.
No evidence of disease from NK-92 cells
was seen seven weeks post injection.




