High dose CD11c-driven IL15 is sufficient to drive NK cell maturation and anti-
tumor activity in a trans-presentation independent manner
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Supplementary Materials & Methods

RNA extraction and IL15 expression analysis

Spleen and lung tissue samples (30mg) were homogenized in 600ul RLT buffer using the
Omni TH2 homogenizer (Omni International). RNA extraction was performed using the
RNeasy mini Kit (Qiagen). First strand cDNA was synthesized using 2ug of RNA, oligo-dT
primer (5’-TTTTGTACAAGC(TTT)10-3’) and the Superscript Il reverse transcriptase (Life

Technologies) according to the manufacturer's instructions.

IL15 gene expression in spleen and lung tissue samples was measured by quantitative RT-
PCR using the LightCycler 480 (Roche Diagnostics), the ready-to-use hot start reaction mix
(LightCycler® 480 probe master), the specific hydrolysis probes (Universal Probe Library,
UPL) and primers, designed via the Universal Probe Library Assay Design Center
(www.universalprobelibrary.com). IL15 expression values were normalized to the reference

gene Hprt.

primer primer Seq 5'-3' UPL
mIL15_for cagaggccaactggatagatg #80
mIL15_rev actgtcagtgtataaagtggtgtcaa
Hprt_for tcctectcagaccgcetttt #95
Hprt_rev cctggttcatcatcgctaatc




L 3]
1 1

% NKp46'CD11c+
N w
1 1
ﬁ-l
&«

¢$’0
o
o

-
1

w

0 |l 1 1 1 1 1
T 3 & 8 K
s o ~
2501 =9 15130 304 3w
c I LPS c I LPS c N LPS
3 200- B ©
(V] [ (V]
E £ 10+ E 204
E 1504 £ g
] @ @
o o o
g 1007 = S
a P 5 a8 10 1
O 5 o o
O-I—\'ﬁ-mm‘-oo\- o-l—\'vmm\—oo\- O-I—\'ﬁ'mmvoo\'
= Qo s = (= =T = (== B
~ = < = < =
=1 4010 35091 ()
S 801 mmmLPs c N LPS £ 300- . LPS
(V] ©
£ 70 4 @ 304 @
£ 60+ E E 250-
8 504 g £ 200-
o @ 204 o
oy 40+ > 2 150-
& 30 w 2
N 1004
8 20 E 10 T
10_ 50'
o-l—'vmcn\— ! 0-|—'vmm‘— ! o-l—'vmcn‘— !
;\I'OQD!D(DI\QQ\'N ;\&,wwwr\gg\-‘“ ;\,-ococowr\gg\-m
= aa s = aa s = aa s
< = = = < =
7001 =)
€ 600 NN LPS
(V]
E 500- Suppl. Fig. S1: DC populations are unaltered in the transgenic mouse strains.
© 4004
> 3004 The frequency of CD11c* DCs was analysed in spleen by flow cytometry and
8 gated on CD11c* NKp46- cell population (A). The phenotype of LPS-stimulated
8 200+ or untreated BMDCs generated from the different genotypes was analysed for
1004 the indicated surface makers by flow cytometry (B). No significant differences
were observed between WT vs /1157~ or transgenic strains and their controls
0- FL ¥ ©® o -0 O < (i.e. 64, 65, 69, 71 vs. 11157/~ and 71-D-KO vs. D-KO). Stimulated and unstimulated
S b ©©®©rxx o BMDCs were compared seperatly.
= oo »
T ~
": =



S 106 v *
% £ 105- —
@8 0, v
o T 1044 v \‘Q
L
S5 103+ vy
0 < 1024
n o
< ¢ 104 o °
= 3 100 & 0
[ 2 A
2 210 e
Sc102 m ab i
m 10-3 T T T T T
E : - o o
= » ~ x ¥
= o a
~
c 105 +
o
= 104 v
z; E_ 10 v
o 3 &
5 10 v"' _"’_
X 0 2
o ~ 1044
w= u
oo 10 e
o S 100-
22
= < 101 A 0e®
) -2 yereve
I 10 T ‘l“ T T T
= : - o) o)
= & &~ ¥ ¥
= o a
~

Suppl. Fig. S2: Level of IL15 mRNA in whole organ lysates measured by qRT-PCR.

IL15 gene expression in spleen (A) and lung (B) was measured by qRT-PCR in the different mouse strains (n=5-7).
IL15 expression values were normalized to the reference gene Hprt. A and B summarize 2 independent experiments performed.



