991  Supplemental Figures and Tables:

992  Supplemental Figure 1:IL-6 concentration in media from various controperments
993  performed to confirm exosome specific activatiomnfiammatory mediators. Shown here is an

994  example of myometrial (A), decidual (B) and BeWds€C).

995 On the x axis are all the treatments included:

996 Control: negative control

997 Lipopolysaccharide (LPS) was used as a positivérebn

998  Cold — cold treatment of cells to prevent endodgto$ exosomes

999  Heat inactivation — to disrupt exosomal membrargedanature proteomic cargo

1000  Sonication - to disrupt exosomal membrane and dem@iroteomic cargo

1001  Control and oxidative stress exosomes treatmerasiase of 10

1002 A — Myometrial cells treated with LPS and controtlabxidative stress exosomes show increased
1003  IL-6 compared to control. Cold, heat and sonicatd@hnot change IL-6 compared to negative

1004 control

1005 B - Decidual cells treated with LPS and control ardlative stress exosomes show increased
1006 IL-6 compared to control. Cold treatment reduced linore than negative control settings

1007  whereas heat and sonication did not change IL-6oemed to negative control.

1008 C — BeWo cells increase IL-6 in response to LPSchemge was seen with any other conditions

1009  including exosome treatment.

1010

40



1011
1012
1013
1014

1015

1016
1017

1018

1019

1020

1021

1022

1023

1024

1025

1026

Supplemental Figure 2: 3D reconstructions of confocal images of eacetacell studied.
Blue is DAPI which shows the nucleus. Red is @plgtsmic protein either or § actin.

Exosomes are shown in green. Exosomes are idghtifithin each cell type (myometrial,
decidual and BeWo) by yellow arrows.

Supplemental Table 1A:Cytokine and PGEconcentrations in myometrial cells treated with

control exosomes.

IL-6 Control Exo 18 Exo 1d Exo 10
Mean + SD 62.5+£13.3 171.3+43.1 190.6+62.4 166.4358.
Median (IQR) 60.3 (21.5) 190.4 (47.8) 190.4 (107.9) 147.7 (78.6)
p - Untreated cells vs control exosomegs 0.03 0.03 .030
IL-8 Control Exo 18 Exo 10 Exo 10
Mean + SD 19721+18210.7 90892.8+219682 90793.1+23044.64652.2+24259.5
Median (IQR) 11764.0 (200059) 103786.9 (31454) ®39837985.0)24259.5 (119391.2
p - Untreated cells vs control exosomes 0.03 0.03 .030
PGE, Control Exo 18 Exo 1d Exo 10
Mean + SD 1120.1+60.5 1301.5+62.9 1179.8+60.p mew.2
Median (IQR) 1097.8 (83.5) 1300.6 (97.4) 1184.62%9 1073.4 (69.3)
p - Untreated cells vs control exosomegs 0.03 0.19 310
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Supplemental Table 1B:Cytokine and PGEconcentrations in myometrial cells treated with
exosomes derived from AEC exposed to cigarette smeakract (Oxidative stress (OS)

exosomes).
IL-6 Control OS Exo 10 OS Exo 10 OS Exo 18
Mean + SD 62.5+£13.3 165.2+48.4 192.7+37.6Y 178.63112
Median (IQR) 60.3 (21.5) 149.9 (58.2) 186.3 (56.0)  178.7 (21.0)
p - Untreated cells vs OS exosomes 0.03 0.03 0.03
IL-8 Control OS Exo 10 OS Exo 10 OS Exo 18
Mean + SD 19721.4+18210.7 99177.3+27778.8 1306@®6%7.2 131687+35418
Median (IQR) | 11764.0 (200059.0 107778.5 (3759[L09572.0(29365.0)137049.3(51333.0)
p - Untreated cells vs OS exosomes 0.03 0.03 0.03
PGE, Control OS Exo 10 OS Exo 10 OS Exo 18
Mean = SD 1120+60.5 1650.0+174.4 1304.9+174{4 1BEM1.5
Median (IQR) 1097.8 (83.5) 1705.6 (240.0 1337.4(8% | 1373.2 (153.3)
p - Untreated cells vs OS exosomes 0.03 0.06 0.03
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Supplemental Table 2A:Cytokine and PGEconcentrations in decidual cells treated with

control exosomes.

IL-6 Control Exo 10 Exo 10 Exo 10
Mean + SD 22.8114.1 101.8+12.1 113.6+£31.8 75.143.29

Median (IQR) 18.4 (16.2) 104.8 (18.6) 119.3(45.6 5.87(4.6)

p - Untreated cells vs control exosomg 0.03 0.03 .030
IL-8 Control Exo 16 Exo 10 Exo 10
Mean * SD 148.1+109.1 687.4+312.3 747.6+464.0 124818
Median (IQR) 150.4 (186.5) 800.5 (363.3) 818.1 (2)15| 1589.2 (274.2)

p - Untreated cells vs control exosomg 0.11 0.11 .030

PGE, Control Exo 18 Exo 10 Exo 10
Mean = SD 18.0£1.5 23.5+2.2 19.2+3.1 24.81+4.4

Median (IQR) 18.3 (2.4) 23.3(3.5) 18.7 (4.7) 2A45)

p - Untreated cells vs control exosome 0.03 0.66 .030
Supplemental Table 2B:Cytokine and PGEconcentrations in decidual cells treated with
exosomes derived from AEC exposed to cigarette smeakact (Oxidative stress (OS)
exosomes).

IL-6 Control OS Exo 10 OS Exo 10 OS Exo 18

Mean * SD 22.8+14.1 94.2+17.4 100.7+27.5 150.8+12.4

Median (IQR) 18.4 (16.2) 92.8 (27.2) 104.9 (39.7 485 (18.3)
p - Untreated cells vs OS exosomeq 0.03 0.03 0.03
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IL-8 Control OS Exo 10 OS Exo 10 OS Exo 18
Mean + SD 148.1+109.1 672.8+351.7 673.1+334. 478.3
Median (IQR) 150.4 (186.5) 676.9(505.8) 772.6 (682.] 936.1 (703.4)
p - Untreated cells vs OS exosome$ 0.06 0.11 0.03
PGE;, Control OS Exo 10 OS Exo 10 OS Exo 18
Mean + SD 18.0+1.5 30.4+4.2 32.1+6.1 34.24+3.1
Median (IQR) 18.3 (2.4) 29.2(6.4) 32.9 (8.5) 33D
p - Untreated cells vs OS exosomesg 0.03 0.03 0.03

Supplemental Table 3A:Cytokine and PGEconcentrations in BeWo cells treated with control

exosomes.
IL-6 Control Exo 16 Exo 10 Exo 10
Mean £SD 57.0+6.0 52.619.4 48.6+7.2 47.4+11.6
Median (IQR) 55.4 (8.3) 50.6 (11.5) 46.5 (10.3) 14(1.4.8)
p - Untreated cells vs control exosomgs 0.31 0.19 190
PGE, Control Exo 18 Exo 10 Exo 10
Mean +SD 0.09+0.01 0.12+0.02 0.12+ .01 0.0940.0
Median (IQR) 0.10 (0.01) 0.12 (0.03) 0.12 (0.01) 090(0.02)
p - Untreated cells vs control exosomes 0.03 0.03 .89 0
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Supplemental Table 3B:Cytokine and PGEconcentrations in BeWo cells treated with

exosomes derived from AEC exposed to cigarette smeakract (Oxidative stress (OS)

exosomes).
IL-6 Control OS Exo 10 OS Exo 10 OS Exo 18
Mean +SD 57.046.0 47.149.1 50.5+10.1 54.7+16.1
Median (IQR) 55.4 (8.3) 46.0 (14.9) 54.3 (13.1) 522.7)
p - Untreated cells vs OS exosomesg 0.19 0.67 0.67
PGE;, Control OS Exo 10 OS Exo 10 OS Exo 18
Mean +SD 0.09+0.01 0.10+0.01 0.10+0.01 0.1040.02
Median (IQR) 0.10 (0.01) 0.10 (0.02) 0.10 (0.02) 100¢0.02)
p - Untreated cells vs OS exosome$ 0.56 0.67 0.19
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Supplemental Table 4- Control experiments used to show exosome metiiatmune
activation effects in myometrial, decidual and Betédis.

LPS Cold treatment Heat Sonication of
of cells inactivation of exosomes
exosomes
L- | IL- | PGEs | IL- | IL- | PGEs | IL- | IL- | PGEs | IL- | IL- | PGE>
6 8 6 8 6 8 6 8
Myometrium | 1 ) ! ! > o | o — 1 | < -
Decidua 1 1 ! ! ! ol o lolo| o
BeWo i — l — ! > > PR > > >
1 Increase
| Decrease

< No change
X not detectable
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