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1. Plate iPSCs in 1. Change medium (old 6 ml 1. Change medium 1. Wash with 2 ml PBS
differentiation medium medium with SeV was 2. Shift incubation 2. Treat with 1.8 ml
(3 x 108 cells in 6 ml) replaced with fresh 6 ml temperature to 37°C to dissociation enzyme
2. Immediately add SeV medium without SeV; no inactivate SeV 3. Incubate 5-30 min
(MOl 4.0: 12 x 108 CIU) additional wash during the 4. Wash with 2 ml PBS
3. Rotate the dish medium change) 5. Suspend in 2 ml PBS +
4. Incubate the culture at 33° 2. Incubate at 33°C for 18 - SevCell iRock
C for 18 - 24 hours 24 hours Infectious Units - 6. Centrifuge at 300 xg for 4
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Medium change | 8|times 7. Aspirate the supernatant
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+SeV MOI 3.5: 3.5 x 10° CIU No SeV QNGSVF QNMSVF A QNMSVF B QNDSVF

The post-thaw cell suspension was made in 300 pl Medium iN and homogenized for 4 minutes. After centrifugation at 300 g 4 min, the cleared homogenate equivalent of 1 x 10° cells was mixed with Medium iN (a total
of 286 pl) and applied to each well. Then, 1 x 10°iPSCs (CW50065 p21p12) in 13.8 pl were added to each well.

For a positive control, cell suspension was made in 300 pl Medium iN and then 2.92 ul QN-SeV was added: MOI 3.5, once thawed and frozen again.

16 hours after plating, cultures were fixed with 100% MeOH at -20°C for 40 min and subsequently treated with 2% skimmed milk in PBS (PBSM) at RT for 1 hr after three PBS washes. These were then incubated with
anti-SeV Pab (1:500) in PBSM at RT for 1.75 hr. After three PBS washes, they were incubated with 488-donkey anti-rabbit IgG (1:250) in PBSM at RT for 2 hr. After three PBS washes, nuclei were stained with
Hoechst33258. For nuclei, 717 msec gain 1; for green, 1862 msec gain 4.

QNGSVF-CW50065-20190228T, 0.45 x 10° #HBa . BEFEY
QNMSVF-CW50065-20190301TA, 0.05 x 10° $lifa ., FREZ4
QNMSVF-CW50065-20190301TB, 0.28 x 106 #Hi4 . BEF4)
QNDSVF-CW50065-20190118T, 0.64 x 10° #HB4 . FEF:4
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