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Contribution of donor-derived (CD45.1+) cells to cDC1, cDC2 and DN ¢DCs in spleen
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Supplementary Fig. 1: Gating strategy to identify donor chimerism in spleen and tumor.



Donor-derived (CD45.1+) cells in lung, tumor, liver, and BM
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Supplementary Fig. 2: Gating strategy to identify donor chimerism in lung and liver.



M1-like macrophages in tumor
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Supplementary Fig. 3: Gating strategy to identify T cells and macrophages in tumor.



Activated or exhausted CD8+ T cells in tumor

5 1054 Imar;;ne 10°4 Cg[_)gg- 105 4 CD8+ T cells
S 3 3 3
~ Nk cells
S 10 5 1044 e 10° o
= 3 3 3
[0]
[G]
& 10° 4 10° 10° < CD4+ T cells
4, ] g 8
o O 3 <|( 0l ©
< E o™ <o)
0O 100 [a]
(@] (@]
T T T T T F T T T T T L J T T T T T T
0 50K 100K 150K 200K 250K 0 103 10¢ 10° -100 0 10° 10¢ 108
FSCA NK1.1-PE/Cy7 CD4-BV605
PD1+ TIM3= PD-1+ TIM3+
10°9 275 16.9 10°
E 3 PD1+ TIM3- PD-1+ TIM3+
bl 164

10° : 1044

<
1

N
4
1
N
<
1

PD1-BV510
.
PD1-BV510
w

0 108 ‘ 1‘0‘ 10° 0 102 104 10°
TIM3-BV711 TIM3-BV711

NK1.1+/CD3- or NK1.1+/CD11b- NK cells or NKT cells in CD45+ cells

108 108
E Immune cells 3
10° 5 1054500 5
~ 3 NKT cells
5 104t 1004 1.08
Q E
£
10° 4 i
<‘|: E |9 " E NE cell
cells
g T 7.55
0 -
2 i b 0d
O o 3
T T T T T ] oy T T Ty Ty
0 50K 100K 150K 200K 250K 0 10° 10¢ 10° 100
FSC-A NK1.1-PE/Cy7
105 . Immune cells 10 Nl;lcle]\ls
%
104 g
o =
= 10° o
o N~
(¢] >0
= 1004 S
S =
© E| L
& o3 % 3
b : - 01
< J Cancer cells. ~— 3
0O 104 535 X
O T T T T T z LLARIRAR) . RARLRARY | Ty T
0 50K 100K 150K 200K 250K -10° 0 10° 10* 10°
FSC-A CD11b-BV711

Supplementary Fig. 4: Gating strategy to identify T cell activation/exhaustion and NK/NKT cells in tumor.



CD8+ or CD4+ T effector cells in tdLN
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Supplementary Fig. 5: Gating strategy to identify T cells with effector phenotype in tdLN and Myeloid cells

in liver.
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Human MDPs and CDPs

Day 0

Day 4

CD10/CDE6L/CDISSFITC

Day 7

Gated on live
CD3-CD8-

CD303-CD123-

CD303-CD123*

CD34'CD117*

CD34-CD117*

CD34*CD117*

MDH

v

¢MP

CDP

CD14-APC-AF750

CD303-BVE0S |

CDMEBUVETS

CD117-BV421

CD115-APC |

CD116-BUV615

COM1sAPC

cpwie-BUvels

CDIS-APC ...

SSC-A

FSC-A FSC-A CD123- CD34- CDA45RA- C CDA45RA- CD34- CD135-PE CD45RA-
BV510 PEDazzle594 BUV737 BUV737 PEDazzle594 BUV737
Human DCPs
CB:day 7
20M 98 6 © 107 4 8 W' 107 o
o 3 3 = o
> [te} 0 0 4
S K] o w0 E
2 o S —2
sooc 0wy w 8 E&E
Q o n.' © o4 <'r
@ - - [N =
| (ARt . o O 104 D -10°
: TR W Qb . O S ¢ o
FSC-A Fsc-w El FSC-A © 3
@ @)

o
Human DCP-derived cells (cDC1, cDC2 and other cells)

Mock sort

Sorted DCP

Human DCP-derived cells (cDC1, cDC2 and other cells)

Mock sort

Sorted DCP

CB-DCP-progeny: day 14

12,8

21,2

!

SSC-A

" Monocytes

CD19-AF700 |

FSC-A

SSC-H

SSC-A

Blue dead-NUV

CD66b-PE
CD3-BV605 l

FSC-A FSC-A

FSC-A

MPB-DCP-progeny: day 14

0,71

SSC-A

Blue dead-NUV

FSC-A

CD14-APCAF750

CLECOA-APC

CD14-APCAFTS0

94,8

5,05

FSC-A

SSC-H_

SSC-A

Live cells in human moDCs

moDCs: day 14

cD3BVE0S .,

FSC-A FSC-A

SSC-A

™7 single Cells
83,8

.

2

z

:
T 8.
3 ::
@ S

o v 00

CD19-AF700

CLECOA-APC

Supplementary Fig. 6: Gating strategy to identify human DCPs, other progenitors and differentiated DCs.
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Supplementary Fig. 7: Quantification of FLT3L and IL-12 in medium conditioned by transduced DCPs
or moDCs, according to ELISA. a, ELISA of FLT3L secreted by transduced HSPC-derived cells. b,
ELISA of IL-12 secreted by transduced HSPC-derived cells. ¢, ELISA of FLT3L and IL-12 secreted by
DCP-IL-12/FLT3L and moDC-IL-12/FLT3L. Data indicate mean values +/- SEM. Individual dots indicate
independent cell cultures transduced at the same time.
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TNFa PE/Dazzle Human MAb1T BD Biosciences 561023 1:100 I h 561023
XCR1 Brlant Violet 510 | Mouse/Rat ZET BioLegend 148218 1:100
XCR1 Mouse ZET BioLegend 148204 1:200 for hip 1-antibody-102172GrouplD=GROUP20
PE Mouse A6041A BioLegend 154503 1:100 OUPT
IMMUNOFLUORESCENCE STAINING
[ igen | Fiueroshrome | Provider | Faference |
F4/80 PE BMS BioLegend 123109 50 14 body-4
CD8a APC Mouse 5367 BD Bioscience 561093 150 P 561093
CD8b APC Mouse YTS156.7.7 BioLegend 126613 150
CD3e PE Mouse OKT3 BioLegend 317308 1:100 h d3-antibody-364
cD3 PE Mouse 5002 BD Bioscience 553240 150 p d3e.653240
NKp46 PE Mouse 20A14 BioLegend 137603 150
GFP Uncon GFP polyclonal Proteintech 50430-2-AP 1:200 htps /A b dy-50430-2-AP htm
CD31 Unconj. Mouse polycional LifeSpan Biosciences LS-C150165 1:300 https://www.ncbi.nlm.nih.gov/pmc/articles/PMC6525097/
Secondary (for GFP) AF488 Rabbit polyclonal ThermoFisher A-21206 1500 it Rabbi-lgG-H-L-Highl dsorbed d ibody-Polyclonal/A-21
Secondary (for CD31) AF488 Goat polycional ThermoFisher A11055 1500 HLC body-Polyclonal/A-11055
Iisignal. i o4 bbi
Ccpsa Uncon Mouse H2(20) Cellsignaling 989415 1:400 989417 requestidod A val £g00AVD_BwERgelsrosaw.dst_requestid=2408425
Unconj Mouse 14-9766 eBioscience 14-9766 1:1000 -9766-82
Secondary (for CD8a) HRP* Rabbit polyclonal ‘Agilent DAKO P044801-2 1:300 lent. it 17113
Secondary (for CD4) HRP* Rat polyclonal _| Jackson Immuno Research | _ 312-005-045 1:1000 p j 15/312-005-045
“HRP signal was revealed by Opal 620 reagent pack T)- http LUS
** HRP signal was revealed by Opal 540 reagent pack (FP' T). ht ,_ProductD i=FP1494001KT&ccll=en_US

Supplementary Table 1: Antibodies used for flow cytometry and immunofluorescence stainig.
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