Supplemental Figure 1:

A Extended treatment in mice B Toxicity of mMNKG2D-2C11 in mice C Toxicity of mMNKG2D-2C11 in mice
bearing MC38 s.c. tumors bearing B16F10-Rae1 i.v. tumors bearing RMA-Rae1 i.v. tumors
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Supplemental Figure 1: Toxicity tapers off after 4 injections of mNKG2D-2C11 and Rael staining of mouse tissues. (A) MC38
(1x10°%) cells were injected s.c. into WT B6 mice. Treatment was initiated when tumors reached ~15mm?. Mice received a total of six
10pg i.v injections of bsTCE every other day. Health scoring was blinded and evaluated 3h and 24h after each treatment. Data from one
experiment (n=6). (B) B16F10-Rael (7.5x10%) cells were injected i.v. into WT B6 mice. Treatment was initiated 3 days after tumor
injection. Mice received a total of six 10ug i.v injections of bsTCE every other day. Health scoring was blinded and evaluated 3h and
24h after each treatment. Data from two experiment (n=12). (C) RMA-Rael (1x10°) cells were injected i.v. into WT B6 mice. Treatment
was initiated 3 days after tumor injection. Mice received a total of four 10ug i.v injections of bsTCE every other day. Health scoring
was blinded and evaluated 3h and 24h after each treatment. Data from one experiment (n=4). (D, E) Representative images of Rael
staining in the indicated organ of B6 mice or contiguous tissue sections stained with secondary only (B) or blocked with recombinant
Rael (C). Slides counterstained with methylene blue. All images at 100x magnification. (A-C) Error bars indicate +/- SD. Statistical

significance determined by repeated measures two-way ANOV A with Bonferroni's multiple comparisons test. *** p<0.001
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Eotaxin G-CSF GM-CSF IL-1a -3
10000 & 25000+ 1501 800 100
o o
8000 20000 o ki 80
600
100 o 2 NS
- 6000 - 15000 - - - 680
E E E £ 400 o E
2 4000 2 10000 2 2 2 w0
° %, . - o
2000 Eﬁ o 5000 3 280 ° a 20 "
o
: . ol —ougjge- . S i < . 0 " . 0
Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11
L4 IL-5 L7 IL-9 IL-12p40
150 600 100 1500+ 100
80 ° NS NS 80
100 400 NS 1000 o "
=3 =1 - 60 o - 60
2 2 5 2 E =
g2 2 o g 40 = = o 2 g a0 e %
50 200 500 a
R S oo
ey T 4 -
> T T T - 0 - T o °I T
Control mNKG2D-2C11 Control mNKG2D-2C11 Control mNKG2D-2C11 Control mNKG2D-2C11 Control mNKG2D-2C11
IL-12p70 IL-13 IL-15 IL-17 IP-10
100 500 600 100 50000
S o
.
80 400 o a 80 40000 o
-ooghoe- 400-
o 60 = 300 o 80 -~ 1 30000
2 go 5 z E £
2w 2200 % 2 5 g & 20000
2004
20 ° 100 20 % 10000
e — ¥
Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11
IP-10 UF LIX MCP-1 M-CSF
50000 100 50000 5000 iy 100
xx o
40000 o 80 40000 4000 80 "
*x
1 30000 60 1 30000 1 3000 60
£ S 2 £ Z
& 20000 g s - 2 200001 2 2000 g &
° ol0 o
10000 20 10000 5 1000 20 S _ko
o :
Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D.2C11
MIG MIP-1a MIP-13 MIP-2 RANTES
15000 wxx 1000 6000 PO 800 1500
o b S ek
800 o N
600 ) a
10000 o 4000 1000 o
- o - 600 - - -
E o E E E 400 o E
2 2 00 G g g 2
5000 2000 ofa 500 oo
° 200
200
o o -
o ~oico o0 0 o o 0 Oommyo0
Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11 Control  mNKG2D-2C11
VEGF
100
80
- 80
E
2w
% "
” E?’
Control mNKG2D-2C11

Supplemental Figure 2: Changes in cytokines at the peak of observed symptoms. MC38 (1x10%) cells were injected s.c. into WT
B6 mice. Subsequently, mice received a total of three 10pg i.v injections of bsTCE every other day. 3h after the 3rd bsTCE injection
plasma was collected and analyzed by multiplex cytokine array. Plasma concentration of cytokines shown as mean +/- SD. Data pooled

from two experiments (n=8). Statistical significance determined by unpaired two-tailed Mann-Whitney test. * p<0.05, ** p<0.01, ***

p<0.001, NS=not statistically significant.



Supplemental Figure 3:

SsC

NK Cells

Myeloid cells

Neutrophils

Monocytes/Macrophages

A Leukocytes
| CD45+ ]

N1

“cp4s’

i tend® i

CD11b+

"cp1ib

Lymphocytes
1B cells CD19+

+{ Ly6C-F4/80+

F4/80

* CIZ.)B

LyBC+F4/80+

K14
L1a

CD62L
« Control = mNKG2D-2C11
B Blood % of CD45+ C  Biood%of cO1b+ D Blood % of CD3+ E Blood % of CD4+ F Blood % of CD8+
80 wax 80 100 50 50 &
o '3 °
, 60 * 601 * & 3 v
3 3 . + 8 8
2 3 > 3 60 = 30 = 30 . .
O 40 o 8 a0 o é & " .
5 i' % é o ; 40 8 2. 8 2. %: %
* E % s .
2 wxx 3 50 " S 9 5 o s 5 AN
¥ . n - D = 10 * 2 10 . .
0 ol k
Nki.1e CDi1bs CD3+  CD19s Ly6G+ Ly6G- Ly6G- L, cD62L+ co62L+ CD44s
Lysc: Lyce I.ySC Lysc.m anu
Liver % of CD45+ Liver % of CD11b+ Liver % of CD4+ Liver % of CD8+
100 80, 50 0.
80. g *x 40. ° o
& « 5% & s - 3
2 o0 F & 30 = -
o ¥, S40{ e ok x o é 40 é
S 40 % S 20 o o
= . * - b=
¥ = 20 S 2. 5
20 * <) . o 10 * ®
oL@ . o
Nkii+ CDiibs CD3+  CD19+ Ly6G* LyG- Ly6G- CD4+ cD8+ cD62L+
: y6C- Lysco LM Ly‘c:m Linm
Lymph % of CD45+ Lymph % of CD11b+ Lymph % of CD3+ Lymph % of CD4+ Lymph % of CD8+
100 80 - 70 50. . 60. e
. ] ]
g g H £ o M Y ;
3 6o ‘.*. T . a < . *x = 30 . - B
3] S o0 8 0 O 50 o . k3 onl® - & . -
5 4o b om 5 o E 8 2. o . 8
= A4 = é s * S22
2 %0 . 5 oFo 5 53
20 . “ 0 = 10, = H
ooy Lie
Nki.1+ CDi1b+ CD3+  CD19+ LySG# Ly6G- Ly6G- Ly6G-Ly6G- Ly6G- CD4+ cD8+ co62L+ CDdd+ co62L+ CDad+
LySC- Ly6C+ Ly6C- LMlm LY‘C
F480+ F480+ F480- F4
Spleen % of CD45+ Spleen % of CD11b+ Spleen % of CD3+ Spleen % of CD4+ Spleen % of CD8+
60. 80 80 80. 80,
*xx
N -a 50 9 Waux g B go ?
g4 “ L g a » i = . - T
o S 40{ $me O a0 &’ o '2 . &40 =
5 %, % : = o % Hrk o .'E.'
= * 204 4 20 S 20 s S 20
e aaa *® ¢ =
.
Nkit+ CDitbe CD3+  CD1o+ e Lyt LG Lyec-yso. CD4+ co8e co62L+ CD4ds co62L+ CD4ds
y6C- Ly6C+ Ly6C- Ly6Cint mcn.
VW F480+ F480- F480-
Tumor % of CD45+ Tumor % of CD11b+ Tumor % of CD3+ Tumor % of CD4+ Tumor % of CD8+
80 80 80.
2 ]
+ 3 60 60 - 3 3 60
& 3 + 8 8
3 b3 2 . - b
o S O 40 s 3 & a0 .« =
5 5 3 3 2 s
= = i = L s % %
* *

o
Nki1+ CD11b+

cD3+

CD19+

Ly6G+ I.YSG- Lyec Ly6G- Ly CDs+
y6C+ Ly6C- Lyscnm LMhl
74&0 F‘ll)‘ F480- F

cDé2L+

Supplemental Figure 3: Gating strategy, controls and analysis of immune populations at the peak of mNKG2D-2C11 induced

toxicity (A) Diagram of flow cytometry gating strategy to identify the indicated cell populations. Representative images from spleen

samples are shown. (B-F) MC38 (1x10°) cells were injected s.c. into WT B6 mice. Subsequently, mice received a total of three 10ug i.v

injections of bsTCE every other day. 3h after the 3rd bsTCE injection flow cytometry was performed to analyze cell populations in the

indicated tissues. (B) Cell populations are shown as a % of CD45+ cells, (C) %CD11b+ cells, (D) %CD3+ cells, (E) %CD4+ T cells

and (F) %CD8+ T cells. Data pooled from 4 experiments (n=9-12). Statistical significance determined by unpaired t test without

assuming a consistent SD. Error bars show mean +/- SD. * p<0.05, ** p<0.01, *** p<0.001, NS=not statistically significant.



