
















































Figure 3 (continuation). GSK2857916 induces ICD markers in EL4-hBCMA cells 

0h 24h 48h 72h 96h
0

50

100

150

200

C
a
lr

e
ti

c
u

li
n

 (
n

g
/m

L
)

ns

ns
✱✱

✱✱

✱✱✱✱

✱✱✱✱

✱✱✱✱

✱✱✱✱

0h 48h 72h 96h
0

50

100

150

200

C
a
lr

e
ti

c
u

li
n

 (
n

g
/m

L
) Untx

916, 10 g/mL

916, 100 g/mL

914, 10 g/mL

914, 100 g/mL

hIgG1-MMAF, 10 g/mL

hIgG1-MMAF, 100 g/mL
ns

ns ns

✱✱✱

ns

✱✱✱✱

0h 24h 48h 72h 96h
0

50

100

150

200

250

H
M

G
B

1
 (

n
g

/m
L

)

ns

ns
ns

✱✱

✱✱✱✱

✱✱✱✱

✱✱✱✱

✱✱✱✱

0h 48h 72h 96h
0

50

100

150

200

250

H
M

G
B

1
 (

n
g

/m
L

)

ns

ns

ns

✱✱✱✱
✱

✱✱✱✱

0h 24h 48h 72h 96h
0

5

10

15

20

H
S

P
6
0
 (

n
g

/m
L

)

ns

ns
ns

ns

✱✱

✱✱✱✱
✱✱✱✱

✱✱✱✱

0h 48h 72h 96h
0

5

10

15

20

H
S

P
6
0
 (

n
g

/m
L

)

ns

ns

ns

ns

ns

✱✱✱✱

H I 
EL4-hBCMA cells EL4 parental cells 

Figure 3. GSK2857916 induces ICD markers in EL4-hBCMA cells.  

(A) BCMA cell surface expression by flow cytometry in EL4-hBCMA, EL4 parental, and NCI-H929 cells. Overlaid histograms depicting BCMA 

normalized median fluorescence intensity (MFI) in non-permeabilized stained cells shown. Gating was performed on live cells and utilized 

isotype controls. (B-C) Dose-response curves in EL4-hBCMA, EL4 parental, and NCI-H929 cells, following 3 days of exposure to GSK2857916 

(B) or GSK2857914 (C). Shown is representative data normalized to % growth from at least 3 independent experiments with mean ± S.D. of 

biological quadruplicates. Mean IC50 values from at least three independent experiments also reported. (D) Calreticulin cell surface expression 

by flow cytometry in EL4-hBCMA cells at the indicated timepoints in untreated cells and after exposure to 1,10, or 100 g/mL of GSK2857916 in 

vitro. Overlaid histograms of non-permeabilized stained cells shown. Gating was performed on live cells and utilized isotype controls. (E) 

Calreticulin cell surface expression as in (D) 96 hours after exposure to 100 g/mL of GSK2857914 or hIgG1-MMAF and in untreated cells in 

vitro. (F - G) Calreticulin cell surface expression as in (D or E) in EL4 parental cells. (H - I) Calreticulin, HMGB1 and HSP60 release into the 

media after the indicated treatments and at the indicated timepoints assessed by ELISA in EL4-hBCMA (H) and EL4 parental (I) cells. Shown is 

a representative result of at least two independent experiments, bars indicate the mean ± S.D. of biological duplicates or triplicates. A two-way 

ANOVA statistical analysis was performed, ns= not significant, *p<0.05, **p<0.01, ***p<0.001, ****p0.0001. 
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Figure 4. GSK2857916 in vivo anti-tumor activity is mediated by host 

innate and adaptive immune responses and is MMAF-dependent 
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Figure 4. GSK2857916 in vivo anti-tumor activity is mediated by host innate and adaptive immune responses and is MMAF-

dependent.  

(A) Therapeutic efficacy (left) and survival (right) in C57BL/6 mice bearing EL4-hBCMA tumors. Animals were treated i.p. when tumors reached 

~150-200 mm3 with saline, hIgG1-MMAF or increasing doses of GSK2857916 twice a week for three weeks, as indicated (n=10 mice/group). 

(B) Animals with complete and sustained tumor regressions from (A; n=9 mice/group) and age matched naïve controls (n=10 mice/group) were 

(re)-challenged with 1x105 EL4-hBCMA or EL4 parental cells on day 77 (the last dose of GSK2857916 was on day 17). Therapeutic efficacy 

(left) and survival (right) were monitored for 50 days after cell (re)-inoculation. (C) Therapeutic efficacy (left) and survival (right) in EL4-hBCMA 

tumor-bearing mice dosed with 30 mg/kg as in (A) with several versions of the GSK2857914 antibody or the GSK2857916 ADC, as indicated 

(n=10 mice/group). Efficacy data expressed as mean tumor volume ± standard error of the mean (SEM), over time. Kaplan-Meier survival in 

percentage, significant p-values by a standard log-rank test (p<0.05). 
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Figure 5. Depletion of CD8+ T-cells abrogates GSK2857916 anti-tumor activity 
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Figure 5. Depletion of CD8+ T-cells abrogates GSK2857916 anti-tumor activity.  

(A-H) EL4-hBCMA tumors were established (as in Figure 4) and animals were treated on days 1, 3, 6, 9, 13, and 16 with GSK2857916 or 

hIgG1-MMAF (15 mg/kg; red ticks labeled as ‘ADC’). T-cell-depleting doses of anti-CD4, anti-CD8, or both (300 µg/mouse) were administered 

on days 1, 5, 9, and 16 (blue ticks labeled as ‘Depletion’). Efficacy data expressed as individual tumor volumes over time (n=10 mice/group). The 

number of tumor free/total mice is indicated in the bottom right corner. (I-J) Depletion of CD4+ and/or CD8+ T-cells was verified on day 15 by 

flow cytometry.  
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Figure 6. GSK2857916 enhances intra-tumor immune cell infiltration and activation 
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Figure 6. GSK2857916 enhances intra-tumor immune cell infiltration and activation.  

Quantification by flow cytometry of immune cells infiltrating C57BL/6 mice bearing EL4-hBCMA tumors following treatment with GSK2857916 or isotype control (at 15 mg/kg), or 

saline vehicle. (A) CD8+, CD4+, and regulatory (CD4+CD25+FoxP3+) T-cells, and DC (CD11c+). (B) T-cell activation markers CD25, CD69, and ICOS and the exhaustion marker 

PD-1. (C) Quantification of the DC co-stimulatory molecule CD86, T-cell proliferation (Ki67) and cytotoxicity (Granzyme B, GrzB) in TILs and NK cells (CD49b+). A one-way ANOVA 

statistical analysis was performed, ns= not significant, *p<0.05, **p<0.01, ***p<0.001, ****p0.0001. (D) Immunohistochemistry for CD8 reactive cells in mice bearing EL4-hBCMA 

tumors treated with GSK2857914 (top) or GSK2857916 (bottom) at 15 mg/kg (as in Figure 4). Representative images, 20x magnification. (E) Quantification of calreticulin cell surface 

expression (MFI) on tumor cells in mice. (F) Heat map depicting a type I IFN-related gene signature following treatment with saline, isotype control or GSK2857916 (at 15 mg/kg) 

from the same experiment as in (A-C, E). Each column represents an individual mouse and each row an individual gene.  
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Figure 7. Therapeutic synergy by combining GSK2857916 and an agonist 

anti-OX86 antibody 
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Figure 7. Therapeutic synergy by combining GSK2857916 and an agonist anti-OX86 antibody.  

Therapeutic efficacy (left) and survival (right) in C57BL/6 mice bearing EL4-hBCMA tumors. Animals were treated i.p. when tumors reached 

~150-200 mm3 with GSK2857916 or hIgG1-MMAF at 10 mg/kg and/or a mouse anti-OX86 IgG2a or IgG2a isotype antibody at 0.2, 1 and 5 

mg/kg, plus saline control, all twice a week for three weeks, as indicated. Efficacy data expressed as mean tumor volume ± SEM over time. 

Kaplan-Meier survival in percentage, significant p-values by a standard log-rank test (p<0.05; n=10 mice/group) provided for the combination 

against the 1st or 2nd single agent listed, respectively.  
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