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Supplementary figure 1

HTR8, HTR8-Vec, HTR8-SUPYN were stained with PKH26 (red fluorescence)

l Incubate at 37°C for 24 hours

100ng of syncytin-1 transfection

l Incubate at 37°C for 6 hours

Ishikawa cell was stained with CSFE (green fluorescence)

U

Ishikawa cell was mixed with syncytin-1 transfected HTRS cells

l Incubate at 37°C for 24 hours

Fixed with 2% PFA (Paraformaldehyde)

s

Nuclei were stained with Hoechst 33342

Figure S1. Outline of Experimental Methods.



Supplementary figure 2
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Figure S2. Control experiments for HTR8-Ishikawa cell co-cultures. HTR8 trophoblast cells (HTR8) and
its control and ERVE48-1transfected derivatives, were labeled with a red dye. Ishikawa endometrial
cells were labeled with a green dye and placed in co-culture with HTRS, HTRS transfectants and their
controls to assess fusion. These experiments are depicted in Figure 3 in the main manuscript. HTR8
(red) were treated lipofectamine 2000 only without additional plasmid vectors (A) or with the synl
control vector (B) prior to co-culture with Ishikawa endometrial cells (green). All cell nuclei were
counterstained blue with Hoechst 33342. Phase contrast images are presented for comparison to aid

in distinguishing cell boundaries.



Supplementary figure 3

Un-transfected Vector syncytin-1 (10ng)  syncytin-1 (100ng)

Red : E-cadherin
Blue : Nucleus-Hoechst 33342

Figure S3. Cell fusion of Ishikawa cells upon transient transfection of synl. Ishikawa cells were
transiently transfected with synl (10 ng or 100 ng) and cultured for 24 h. They were then fixed and
stained with an anti-E-cadherin antibody (# 3195: CST Danvers, MA, USA: diluted 1/500) followed
by an anti-rabbit-IgG-Alexa fluor 555 secondary antibody (A21429: Thermo Fisher Scientific,
Waltham, MA, USA). Cells were counterstained with 0.5 pg/mL of Hoechst 33342 (H342 Dojindo,
Kumamoto, Japan) for nuclear staining. Fluorescent signals were detected using a fluorescence
microscope (BZ-X710; KEYENCE Japan, Osaka, Japan).



