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(1) Optimization of the vector for CAR expression
We tried to isolate mAbs recognizing the same epitope as MMG49, but such a mAb were not
obtained although we screened more than 3,000 hybridoma clones. This suggests that mAb
similar to MMG49 cannot be easily isolated by other researchers. Thus, we decided to use MMG49
for generation of CAR. Next, we examined whether cytotoxic activity of MMG49CAR could be
enhanced by changing the order of VH and VL or by inserting spacer sequences between scFV and
CD28, and determined the final constructino of the CAR-expression vector. Finally, we put a
suicide gene HSV-TK into the vector for safety, and confirmed the suicide system worked well.
(2) Establushment of CAR master cell bank (MCB)
GMP grade CAR master cell bank (MCB) was established by transducing CAR retroviral vector into
packaging cells and cloning cells producing high titer of CAR retrovirus. Then, quality control tests
of MCB were perfomed.
(3) FEEFERMEAER
Consultation to PMDA about regulatory affairs were done at 9/14/2016. We obtained several useful
advises from PMDA.
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