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ORF3
ORF3 fd 5-GGTGGTTTCTGGGGTGAC-3’
ORF3 rev 5-AGGGGTTGGTTGGATGAA-3'
OREF3 Probe FAM-TGATTCTCAGCCCTTCGC-BHQ1
POLR2A
Primer/probe mix Mm00839502_m1 (Thermo Fisher Scientific, Waltham, MA, USA)

eCMYV (CMYV enhancer) for

AAV titration
CMVenh_fd AACGCCAATAGGGACTTTCC
CMVenh_rev GGGCGTACTTGGCATATGAT
CMVenh_Probe FAM-CGGTAAACTGCCCACTTGGCAGT-BHQ1

Supplemental Table S1. Primers and probes for HEV ORF3 [1] and AAV genome quantification [2]. POLR2A, RNA polymerase II
subunit A.
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Supplemental Figure S1. Mock-transfected HEK-293 control membranes were incubated with sera from mice transduced with the
indicated amounts of ORF3 AAV particles (upper blot corresponds to the control of Fig. 3A, lower blot to the control of Fig. 3B).
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Supplemental Figure S2. Dynamics of antibody induction in remaining mice (1x10'> ORF3 AAV) over 10 weeks. (A) HEK-293 cells
transfected to express ORF3 were lysed and loaded onto a 12% SDS-PAGE. After separation and transfer, the membrane was cut
into individual pieces and incubated with sera from mouse #2, #3, #4 (1x10'> ORF3 AAV) harvested at the indicated different time
points post-AAV injection, followed by a secondary anti-mouse antibody. As a loading control, actin was detected using an anti-
actin mADb. (B) Mock-transfected HEK-293 control membranes were incubated with sera from the indicated mice (corresponding
controls to the blots directly above). ORF3:

~11 kDa, palmitoylated ORF3 = ~15 kDa, actin = ~42 kDa.
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