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Figure S1. Long term ex vivo �u�ture o� ��� �e��� to �o�� o� ����e�ning gene� �n� �ur���e m�r�er�.
Alveolar macrophages (AM) were isolated and cultured in RPMI with 20 ng/mL GM!"#F $or appro%imatel&
2 months (12 passages)' Gene e%pression (�) and cell sur$ace mar(ers (�) were compared )etween cultured
AMs and $reshl& isolated AMs' Asteris(s indicate signi*cant di+erences (,,,,p-0'0001. ,,p-0'01) )etween
samples' ��� Fetal liver macrophages were cultured $or 1 wee( to allow $or development and e%pression o$
#iglec!F and "/11c and were then stained and sorted )ased on #iglec!F e%pression with over 012 o$ cells
e%pressing high levels o$ #iglec!F' "ells were then plated in media containing GM!"#F alone and at the
indicated passage cells were li$ted and stained $or #iglec!F and "/11c Asteris(s indicated signi*cant
di+erences )etween samples (,,,p-0'001) as determined )& a student3s 4!test' Results are representative
o$ two independent e%periments'



- +
0

1

2

3

4

5

TGFbeta (10ng/mL)
C
ar
4
R
C
N

✱

- +
0

1

2

3

TGFbeta (10ng/mL)

Itg
ax

R
C
N

✱

- +
0.00

0.05

0.10

0.15

0.20

TGFbeta (10ng/mL)

	

a
rg

R
C
N

✱✱✱

5 7
0

2

4

6

8

Passage #

�g
�
r�

R
C
N

C!nt"!#
TGFbeta

✱

A.

B.

$%g#e&-F C'14

$%g#e&-F C'14

100

1000

10000

Si
gl
ec
-F
M
FI

100

1000

10000

100000

C
�
1�
M
FI

�

����

N$

N$

C. �.

+ TGFβ - TGFβ

+ TGFβ

� ����I�i�i�l C�l���e

+ TGFβ

- TGFβ + TGFβ

- TGFβ - TGFβ

(e) LP$
0

2000

4000

6000

8000

10000

*L
-1
α
(+
g/
m
L)

✱✱

(e) LP$
0

100

200

300

400

*L
-1
0
(+
g/
m
L)

N' N' N'

FL,-s
.-'-

Figure S2. TGFβ induces and maintains AM-like state in early-passage but not older fetal
liver macrophages. A) Freshly isolated fetal liver cells were incubated with 10 ng/mL TGFβ for
24 hours prior collecting RN! for "#$R analysis of $ar4% &tga' and #parg gene e'pression( B)
Fetal liver macrophages that were low passage )*4+ and ,ept in TGF- and those that were
high.passage )/10+ and cultured without TGF- were cultured for 1 days with and without TGF-(
2n day 1% cells were lifted and surface e'pression of 3iglec.F and $414 was assessed by 5ow
cytometry( !+ 6'pression of Tgfbr2 in fetal liver macrophages cultured with and without TGFβ
was assessed at #0 and #7( !steris,s indicate signi8cant di9erences )::::p*0(0001% :::p*0(001%
:p*0(00+ between samples% as determined by 3tudent;s t.test( "#) 6arly fetal liver.derived cells
and bone marrow.derived macrophages )<=4=s+ were treated with 100 ng/mL L#3 for 24 hours
and cell.free supernatant was analy>ed for release of &L.1alpha and &L.10 by 6L&3!( !steris,s
indicate signi8cant di9erences )::p*0(01+ between fetal liver macrophages cells and <=4=s(
N4?not detected(


