< aPD-1+hlgG b Hematocrit Hemoglobin Mean corpuscular
400 , = GPD-1+HL12 volume
= “ aPD-1+TremelgG1 1576 50 .
3\/ ) g kek — 40
% 610 ) § 30
5 3 20
£ T = 10
= ol & § N ‘\\& & \e\\:\’b
0 6 12 18 24 30 > &g N 0@0 N o\" ze' N
Days after first treatment & 0,\“ & & 0";\‘ & & &K
& & &L
Liver Salivary gland Lung Colon

higG

TremelgG1

aPD-1
TremelgG1

Salivary gland Lung
o *kkk e -~ 800 - higG
4 4 sna mm 4 = “E £ TremelgG1-100
g 2 2 £ + TremelgG1-30
23 ge g3 < 60015 TremelgG1-10
=2 &2 &2
g g 0 g2)e £ 400
e1 o1 o1 aa Py S
’ 0 o e 5 200
o
A N 0\Qc’ Q}QC’X}:\ E 0
& S
TN 7 13 19 25 31
30‘ Days after MC38 inoculation
Combined scores f 4000
) o
3 3000 .
o o » 20 |
g g 8 15 3 2000
g g z10 2
3 L 3 5 1000
o 5 % 5
[= = K
0 0




Figure S2. Down-regulation of surface CTLA-4 by anti-CTLA-4 mAbs correlates with
their irAE, Related to Figure 2

(a) C57BL/6 CTLA4"h male mice were treated with control higG Fc plus anti-PD-1,
TremelgG1l plus anti-PD-1, or HL12 plus anti-PD-1 respectively, at a dose of 100
pMg/mouse/injection on days 10, 13, 16 and 19 after birth. Means and SEM of the weight
gains of mice receiving different treatments are shown. n=5. One mouse in the
TremelgG1 treated group died at day 31. (b) The CBC analysis of mice blood from (A)
was performed on day 41 after birth. Data of blood hematocrit (HCT), total hemoglobin
(Hb) and Mean Corpuscular Volume (MCV) are shown. (c) Representative images of H&E
stained paraffin sections from different organs of mice with the indicated treatments.
Representative inflammatory foci are marked with arrows. Scale bar, 200 ym. (d) Toxicity
scores of internal organs and glands in (c). Data are mean £ S.E.M., n=5-8 mice per
group. Data were analyzed by one-way ANOVA with Bonferroni’s multiple comparison
tests. (e) MC38 bearing-Ctla4"h female mice (n=5) were i.p. treated with either control
higG Fc (100 pg) or TremelgG1 (10 ug, 30 pug or 100 ug) on day 7, 10, 13 and 16 after
tumor inoculation. (f) Antibody competition was analysis by adding saturated doses of
anti-CTLA-4 mAbs to the cells before CTLA-4 staining with BNI3 when comparing with
the hlgG group. Splenocytes of Ctla4"h mice were used for this test. Data are mean +
SEM. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. Representative data of three
independent experiments in (a), (b) and (e) were shown. The samples in (c) and (d) were
collected from three independent experiments and have been scored double-blind.

Representative data of two independent experiments were shown in (f).



