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MCS of EF1a expression vector
Downstream (around C terminus of prestin)

10 20 30 40 50 60 70 80 90 100

Sequence CGTGG-CA--CTTGTTCGAGAGGCA - TGGCTGAGCAAGAAGCCTCAGCCCCACCTCCCCAGGACGACATGGAGCC

gPres-His tgttccacagtatccatgatgcagtcttgggcagecatgttcgagaggcaatggetgageaagaagectcagecccacctecccaggacgacatggagec
1 I I I 1 1 1 I I I 1 1 1 I I | 1 1 1 |
B R o O Y P O I T T T O P

Sequence CAATGCCACACCCACCACACCCGAGG64CATCATCATCACCATCAdTAAAAGCTTGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAA
gPres-His caatgccacacccaccacacccgaggcaCATCATCATCACCATCAC

Hind TII
Upstream (around N terminus of prestin)
Sequence CCTCTGGAAGACGGGATGACTGAAGATAGGCCTTTCCACGTGGTACTTCTGGGTTGCCACAGGGATTTCATTT
gPres-His

tgagactttgtccttgacatgecagectctectggaggacgggatgactgaagataggectttecacgtggtacttctgggttgecacagggatttecattt

T T N I P
Sequence TCTTCGGCATGATCCATGGTGGATCCTTCACGACACCTGAAATGGAAGAAAAAAACTTTGAACCACTGTCTGAGGCTTGAGAATGAACCAAGATCCAAAC
gPres-His tcttcggcatgatccatggt

BamH 1

Kozak sequence

MCS of CMV expression vector
Downstream (around C terminus of prestin)

10 20 30 40 50 60 70 80 90 100

Sequence ATTTGACA - - - ATGTTCGAGAGGCA - TGGCTGAGCAAGAAGCCTCAGCCCCACCTCCCCAGGACGACATGGAGCC

gPres-His tgttccacagtatccatgatgcagtcttgggcagecatgttcgagaggcaatggetgageaagaagectcageeccacctecccaggacgacatggagec
1 I I I ] 1 1 I I I ] 1 1 I I | ] 1 1 |
B T P P I IO

CAATGCCACACCCACCACACCCGAGGCﬂCATCATCATCACCATCAdTAAAAGCTTGGGGGAGGCACATCATCATCACCATCACTAAAAGCTTGGGGGAGG
caatgccacacccaccacacccgaggcaCATCATCATCACCATCAC

Sequence

gPres-His

Hind 11T
Upstream (around N terminus of prestin)

Sequence CCTTTTGAGCGG-ATGACTGA - GATAGGCCTTTCCACGTGGTACTTCTGGGTTGCCACAGGGATTTCATTT
gPres-His tgagactttgtccttgacatgcagectctectggaggacgggatgactgaagataggectitecacgtggtacttictgggtigecacagggatttcattt
1 I I I I 1 1 I I I I 1

Sequence  TCTTCGGCATGATCCATGGTGGATCCGGTTCACTAAACCAGCTCTGCTTATATAGACCTCCCACCGTACACGCCTACCGCCCATTTGCGTCAATGGGGCG

—Hi tctteggeatgatccatggt
gPres-His ggcatg g8 BamHI

Kozak sequence

Fig. S1 The Sequences around C and N termini of prestin obtained from constructed expression vectors with EFla or CMV promoters. In the
downstream region (around the C terminus of prestin), boxed regions show the 6xHis tag followed by stop codons (TAA). The underlined regions show
the Hind 111 restriction site of the MCS of the expression vector. In the upstream region (around the N terminus of prestin), the wavy underlined region
shows the Kozak sequence of prestin and the underlined region shows the BamH I restriction site of the MCS.
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Fig. S2 Western blot analysis of prestin expression in constructed CHO cell lines transfected with the EF1a expression vector. In all clones, Western
blotting was performed under the same conditions. The expression of prestin was confirmed in EF-1 and EF-7 at approximately 100 kDa (solid
arrowhead).
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Fig. S3 Western blot analysis of prestin expression in constructed CHO cell lines transfected with the EF1a expression vector. In all clones, Western
blotting was performed under the same conditions. The expression of prestin was confirmed in EF-13, EF-2 and EF-14 at approximately 100 kDa (solid
arrowhead). N, negative control (untransfected CHO cells).
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Fig. S4 Western blot analysis of prestin expression in constructed CHO cell lines transfected with the CMV expression vector. In all clones, Western
blotting was performed under the same conditions. The expression of prestin was confirmed in CMV-1 and CMV-2 at approximately 100 kDa (solid
arrowhead). N, negative control (untransfected CHO cells).
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Fig. S5 Expression of prestin in constructed clones of CHO cells detected by an immunofluorescence analysis. Fluorescence labeling was confirmed in
the 7 clones (EF-1, EF-2, EF-7, EF-13, EF-14, CMV-1, and CMV-2), but not in CHO cells or in one clone (EF-12). BF, bright field image; Prestin,
fluorescence image of Cy3 detecting the C-terminal 6 X His tag of prestin. The scale bar shows 20 pm.
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Fig. S6 Representative results of cell counting using BZ-X800 analysis software. Based on the fluorescence image, the number of cells was counted.
In cases where adjacent cells overlapped, a watershed algorithm was applied to separate them. The scale bar shows 20 um.
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