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Table S1. Antibodies and other reagents used for immunofluorescence staining.  
	Antigen
	Type
	Conjugated
	Reference
	Host
	Reactivity
	Fluorophore
	Dilution
	Brand

	PDPN
	Primary
	No
	127402
	Syrian Hamster
	Mouse
	No
	1/100
	BioLegend

	LYVE1
	Primary
	No
	103-PA50AG
	Rabbit
	Mouse
	No
	1/100
	Reliatech

	VEGFR3
	Primary
	No
	AF743
	Goat
	Mouse
	No
	1/100
	RD Systems

	TdTomato
	Primary
	No
	orb182397
	Goat
	-
	No
	1/100
	Byorbit

	-
	Secondary
	Yes
	A21451
	Goat
	Hamster
	Alexa Fluor 647
	1/500
	Invitrogen

	-
	Secondary
	Yes
	A31572
	Donkey
	Rabbit
	Alexa Fluor 555
	1/500
	Molecular Probes

	-
	Secondary
	Yes
	A11055
	Donkey
	Goat
	Alexa Fluor 488
	1/500
	Molecular Probes

	-
	Secondary
	Yes
	A21432
	Donkey
	Goat
	Alexa Fluor 555
	1/500
	Molecular Probes

	F-Actin
	Phalloidin Staining
	Yes
	A12379
	-
	-
	Alexa Fluor 488
	1/400
	Invitrogen

	Nuclei
	DAPI Staining
	No
	D3571
	-
	-
	DAPI
	1/1000
	Invitrogen



Table S2. Antibodies used for flow cytometry analysis.  
	Antigen
	Type
	Conjugated
	Fluorophore
	Reference
	Host
	Reactivity
	Clone
	Isotype
	Dilution
	Brand

	PDPN
	Primary
	Yes
	APC
	127410
	Syrian Hamster
	Mouse
	8.1.1
	IgG
	1/200
	BioLegend

	SCA1
	Primary
	Yes
	PE-Cy7
	558162
	Rat
	Mouse
	D7
	IgG2a k
	1/100
	BD

	CD90.2
	Primary
	No
	-
	553009
	Rat
	Mouse
	30-H12
	IgG2b
	1/200
	BD

	CD105
	Primary
	No
	-
	14-1051-82
	Rat
	Mouse
	MJ7/18
	IgG2a k
	1/100
	Thermo Fisher

	CD44
	Primary
	Yes
	PE
	553134
	Rat
	Mouse
	IM7
	IgG2b
	1/40
	BD

	CD31
	Primary
	Yes
	PE
	553373
	Rat
	Mouse
	MEC 13.3
	IgG2a k
	1/100
	BD

	CD34
	Primary
	Yes
	PE
	551387
	Rat
	Mouse
	RAM34
	IgG2a k
	1/100
	BD

	CD45
	Primary
	No
	-
	550539
	Rat
	Mouse
	30-F11
	IgG2b k
	1/100
	BD

	CD11
	Primary
	No
	-
	M1/70.15.11.5.2
	Rat
	Mouse
	NS1
	IgG2b
	1/100
	DSHB

	-
	Secondary
	Yes
	Alexa Fluor 488
	A11006
	Goat
	Rat
	-
	IgG
	1/500
	Molecular Probes

	-
	Secondary
	Yes
	Alexa Fluor 647
	A21247
	Goat
	Rat
	-
	IgG
	1/500
	Molecular Probes

	-
	Isotype control
	Yes
	APC
	402012
	Syrian Hamster
	Mouse
	SHG-1
	IgG
	1/200
	BioLegend

	-
	Isotype control
	Yes
	PE
	553930
	Rat
	Mouse
	R35-95
	IgG2a k
	1/40
	BD



Table S3. Taqman probes use for RT-qPCR analysis.
	Gene
	Reference
	Amplicon Length (bp)
	Genomic

	Gapdh
	Mm99999915_g1
	107
	Yes

	Tbp
	Mm00446971_m1
	93
	No

	Pdpn
	Mm00494716_m1
	86
	No

	Lyve1
	Mm01280692_m1
	85
	No

	Vegfr3
	Mm01292604_m1
	72
	No

	Prox1
	Mm00435969_m1
	93
	No

	Vegf-c
	Mm00437310_m1
	78
	No

	Igf-2
	Mm00439564_m1
	107
	No
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Supplementary 1. MSC isolation protocol and lineage confirmation. (a) Isolation and validation of SVF-MSCs. (a.i) Illustration of the isolation protocol followed for obtaining SVF-MSCs. (a.ii) Morphology of the SVF-MSCs in culture. (a.iii) Expression of the canonical MSC markers by flow cytometry. (a.iv) Adipogenic, osteogenic and chondrogenic differentiation of SVF-MSCs. (b) Accumulated cell proliferation of SVF- and BM-MSCs over passages relative to mice. (c) Isolation and validation of BM-MSCs. (c.i) Illustration of the isolation protocol followed for obtaining BM-MSCs. (c.ii) Morphology of the BM-MSCs in culture. (c.iii) Expression of the canonical MSC markers by flow cytometry. (c.iv) Adipogenic, osteogenic and chondrogenic differentiation of BM-MSCs. Dif., differentiation. Scales bars: 100 µm for a.ii-a.iv-c.ii-c.iv.
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Supplementary 2. Flow cytometry gating strategy for LEPC characterization. (a) Representative gating hierarchy employed for the identification and isolation of SVF-derived LEPCs. (b) Same gating strategy used for BM-derived LEPCs counterparts.





Supplementary 3
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Supplementary 3. Boxplots of the top 47 LEC markers expressed in LEPCs in comparison to their mesenchymal progenitors (MSCs).

6

image3.png
Expression (vst count)

68
65
64
62

1150
1125
11.00
1075
1050
1025

80
75
70
65
60

15
10
105
100

70
65
60
ss

64
60
55
52

Prox1 Lyvet Pdpn Vegf3 Itga9 Tiet Ephbd
15 == $ "o 70 1 [ma]
105 110 »
Lol o= | , e N R A
7 5 95 60{ [ 108
T ! e | o0 ¢ ssl [0 T oa] o
R 6 12 —— 851 = 102
N2 Sox18 Adamts9 Reln Cox7at Pecam?
5 = 5 85 g
1 81 o 1 ‘:: B e L | 675 )0 {
B s 57 = 60 [ Jeasd | T o
85 { . 65 T
. |72 - 500
Emen Tek Aplnr Cdhs Kdr Egll7 Stab2
1] o T 60 9 1 = & 112 "
Bl 58 ] T l—l e o 60
- 7.0 - 56 .» 7 xS 2 ° 78 58
|i| | 5] 54 | l:;:lj o 76 $ 56 =
5 sol T . © 64l B2 74 1. w
Fitt Cd34 Esam Ramp2 Cldn5. Fgtrt Noteh1
=] W[B e el LB, (el |
675 sl 6001 | 104
R 0 650 - e |55 a5 [ 100
o $ BEpe 501 [ 5 | o0 d e
J| . i . v 96
T =R P i % 525 i T -
Dil4 Jag1 Hey1 Hey2 Gja4 Gjas Cxcl12
‘ 10 ER e 650{ [ 1 sef ., o] 80 I B3
! 9 <625y ] L | ss 58 "
o 1 s Bt 1 ST e
. 601 o
T 7 E _—— o7 .1 * 58 . o = "
Cxerd Angptt Angpt2 Tgfor2 Eng Smad1 Smad4
10 . 1067 .
1 oo [l 130 I P 104 12 .
] 675 9 o 1294 T s e 102 1
Fi 128 100
650 8 1.0
127 110 98 .
T |62 7 BT e [N dae] B
- 3 125 94 108 -
Bmp2 Wnisa Rspo3 Libp4.
o -
~ 92
* ol O3] [ e
T 65 B 90{ [+ 0s] [ [T
e Eg |0 89 L G
. o as] | 100 L
=Y I Pl R R B T R e

Condition

5 Lepc
5 wso




image1.png
Extraction and Enzymatic
mechanical disaggregation digestion

. 50% confluence
Phase separation Cell culture

£ Mince SVF into 1 mm2

pieces
Rl s minat
T —— S praon
o i O = s 100% confluence

Cotagenase 2withes
sohtion S minat
1500 om

-~ ) Incubate SVF directly on the

. plate for 48 h until the first

Incubate at 37 °C with 180 rpm
agitation for 25 min in a
collagenase solution

media change

€D90.2 Daa D105 SCAL Aldan Blue
) ase | ssizsy | 132487 “ o2hse2.10 £ ;
- - . . o
h W TR TR
31 34 cDas D11
ooszo0z | 0092005 0012001 0.0020.00)
TR B e )
b cl
SVF
% BM . Extraction and mechanical processing Bone marrow extraction Cell culture
55wty
@
E% r Riscrd
3 tubes wi
£ Cut epiphysis of the bones empry bones s
o h = 723
M b §\zd
105
o 5 1w 15 Q¥ aiogorm
cli Days =S 7 O ;
] e e
/ Bone marrow ¥ 5 minat B
50% confluence || 100% confluence | peler 4 1500 7m
Z Incubate BM directly on the plate
Cut the bottom part of a 0.5 mL tube and for 48 h under hypoxic conditions
place the bones inside. Place these two in a until the first media change
1.5 mL tube and centrifuge to flush out the
bone marrow
CD90.2 cDag SCAL
B 9062023 B 124261157
T T e
cp31 D34
- 0682039 | -
e naasraus rane raue Bl ey aas s s v a7





image2.png
Y

SVF-LEPC

BM-LEPC

1as- Population 20 Single cells s DAPI- PDPN+ 99.72+ 0.17%
) / sou sou—
2
oo oou-]
1o
o a0
144
oo 204 204+ )
h 3. 3]s
k4 IR VI IO M = g VT L I I T T
FSCA DAPI APC
\aed Population " u. 1244 Single cells DAPI- PDOPN+  84.95% 0.67%
! 2 204

FSC-A
FSC-A
i

10 10f

DAPI APC





