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In this project, the blood samples sufferin? from urinary bladder cancer
were collected, cultured and tested for efficiency of Vy 9Vd 2 T cell expansion and quality of
cancer cell-killing ability. Of immune exhaustion markers examined, Tim-3 molecule was identified
which was highly expressed on Vy 9Vd 2 T during culture period. We proposed that manipulating the
tumor microenvironment to reduce the expression of exhaustion marker ” Tim-3" was essential to
improve cancer outcomes. By blocking Tim-3 pathway, we showed the potential for targeting Tim-3 to
assist in enhancing an Vy 9Vd 2 T anti-tumor immune response in in vitro experiment in TCCSUP
bladder cancer cell line using flow cytometry. We will continue to work on the essential role of
Tim-3 molecule, which may be a promising therapeutic target to improve Vy 9Vd 2 T cell-based
adoptive immunotherapy for urinary bladder cancer in in vivo mouse model experiment as well as in
vitro experiment.

yorT

yorT Vy 9V& 2T Tim-3



voT

Vy9Vs2
in vitro in vivo voT
T
(Tumor Microenvironment: TME)
voT
TME
voT
€D 5 yoT ex-vivo
@1 v8T
yoT
3) Tim-3 (anti-human CD366) 3T
v8T (UMUC-3,TCCSUP)  CFSE y8T
E:T 1:1 10:1 4 Pl CFSE*/PI*
FCM
FCM
1) Z0L ( 5u M) 2) IgG (control) ( 0.5u g/mL)
3) anti Tim-3 ( 10 g/mL) 4) anti Galectin9 ( 10u g/mL)
(@)) 5 voT ex-vivo
T.T 87 BCG 1568.8 y8T 79.7%
K.1 78 BCG 339.6  y8T 79.4%
N.Y 68 BCG 3267.6 8T 77.8%
T.S 67 BCG 287.9  y8T 87.8%
M.N 75 BCG 247.9  y8T 30.6%
- 11 _
yT [ THIRERERE | ‘
’Y8T da day5 £ k‘ i o |
‘ .
cluster 3 - Wb
3
UMUC3, TCCSUP
FCM ey

yoT

mi 1d -‘Il'
TCCSUP
1v




- T
10 0 10°

E:T1:1
Pl positive
cancer cell:45.9%

FLI-H: CFSE

FL2-H:PI
a

w10 0 10° i

E:T10:1""™
Pl positive
cancer cell: 81.7%

£E (685, X)

o P2 A

E:T=1:1
Pl positive
cancer cells: 6.5%

E:T=10:1
Pl positive
cancer cells: 21.6%

2 11 voT
(PBMC) voT n
v8T / B Yy BE2
(Treml, B7-H4, Tim-3, BTN3Al1,CD107a/b, K p \-:%:
IFNy) day0,2,5,7 11 P B F gf
FCM Tim-3 TH THER oht
= : :
| e, -
Treml  B7-H4 yorT v - -~
=
-
CD107a/b IFNy
(data not shown) yoT '; ’
day7 10%
dayll 90% v ;
V82-APC
Day0 Day2 Day7 Day11
TCRVS2(positive %) L74-1.76 031 11.6-12.7 94.6-94.9
Trem1 (positive %) 0 211 6.16 0.15
B7 H4(positive %) 0.72 15.0 3.63 0.26
Tim3(positive %) 0 100 82,0 98.5
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