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Supplemental Figures

Supplemental Figure S1
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Supplemental Figure S1. MT3 expression level is not altered in the endothelium of
pulmonary arteries from PH patients and chronic hypoxia-induced model rat. A,
Representative images showing immunofluorescence staining against vVWF (green) and
MT3 (red) in the pulmonary arteries (PAs) from normal and PH patients (scale bar, 20
um). B, Mean fluorescence intensity (MFI) of MT3 in the endothelium (quantified as
the intensity of red fluorescence in the vWF-positive area) of PAs in normal controls
and PH patients (n=3). C, Representative images showing immunofluorescence
staining against vVWF and MT3 in PAs from normoxia and 4-week hypoxia-treated rats
(scale bar, 20 pm). D, Mean fluorescence intensity (MFI) of MT3 in the endothelium
of PAs from normoxia- and hypoxia-treated rats (n=6). n.s indicates no significant

difference.
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Supplemental Figure S2. MT3 expression level is increased in the tunica media of
pulmonary arteries from MCT-induced and SuHx-induced model rats. A,
Representative images showing immunofluorescence staining against a-SMA (green)
and MT3 (red) from pulmonary arteries (PAs) in control and monocrotaline (MCT)-
treated rats (scale bar, 20 pm). B, Quantification of tunica medial wall thickness [(outer
diameter—inner diameter)/outer diameter| of the PAs in the control and MCT-treated
groups, a-SMA marks the tunica media of the pulmonary arteries (n=6). C, Mean
fluorescence intensity (MFI) of MT3 in the tunica media (quantified as the intensity of
red fluorescence in the a-SMA-positive area) of PAs in control and MCT-treated groups
(n=6). D, Representative images showing immunofluorescence staining against a-SMA
and MT3 from PAs in control and Sugen5416 combined with hypoxia (SuHx)-treated
rats (scale bar, 20 um). E and F, Medial wall thickness and MT3 expression levels in
the tunica media of PAs were quantified in control and SuHx-treated rats, and

quantitative methods are consistent with B and C (n=6). **P<0.01, ***P<0.001.
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Supplemental Figure S3. Neither overexpression nor knockdown of MT3 affects
the cell death of HPASMC:s. A and B, Cell survival rate of HPASMCs knockdown (or
not) or overexpression (or not) of MT3 subjected to 24 hours of normoxia or hypoxia

treatment was assessed by LDH assay (n=6). n.s indicates no significant difference.
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Supplemental Figure S4. The expression level of MT3 does not affects the release

of ROS. A and B, Representative images and quantitative analysis of mean fluorescence

intensity of ROS in HPASMCs of the MT3 knockdown (or not) groups subjected to 48

hours normoxia/hypoxia by flow cytometry (n=6). C and D, Representative images and

quantitative analysis of mean fluorescence intensity of ROS in HPASMCs of the MT3

overexpression (or not) by flow cytometry (n=6). n.s indicates no significant difference,

*ik P<0.001.



