
	  	  	  	  	  	  	  	  
	  

	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	   	  
	  
	  
	  
	  
	  
Specificity of ORMDL3 siRNA. Relative expression levels of ORMDL1, ORMDL2, and 
ORMDL3 were quantified 72 hours after transfection with ORMDL3 siRNA in A549 
cells. Gene expression is compared relative to cells transfected with scramble siRNA, a 
non-specific siRNA (negative control). Data represent the mean ± SEM of three 
experimental repeats. Statistical analysis was performed using one-way ANOVA with 
Bonferroni post-test. *** signifies p < 0.001. 
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Cytokine production in plasmid and siRNA co-transfected A549 cells. A) Secreted IL-6 
levels and B) secreted IL-8 levels after cell stimulation. Cells were stimulated with 
TNFα, flagellin, or IL-1β for 24 hours. Data represent the mean ± SEM of three 
experimental repeats. Statistical analysis was performed using one-way ANOVA with 
Bonferroni post-test. 
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Cytokine production in siRNA-transfected 1HAE cells. A) Secreted IL-6 levels and B) 
secreted IL-8 levels after cell stimulation. Cells were stimulated with TNFα, LPS, 
flagellin, or DMSO (vehicle control) for 24 hours. Data represent the mean ± SEM of 
four experimental repeats. Statistical analysis was performed using one-way ANOVA 
with Bonferroni post-test. 
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Expression of UPR gene markers in unstimulated A549 cells with ORMDL3 knockdown. 
Three gene markers, XBP-1u, XBP-1s, and CHOP, were quantified 72 hours post-
transfection. XBP-1 is spliced upon activation of the IRE1 branch of the UPR and may 
lead to inflammatory responses. CHOP is induced through the PERK and ATF6 
pathways and may lead to apoptosis. Data represent the mean ± SEM of three 
experimental repeats. Statistical analysis was performed using one-way ANOVA with 
Bonferroni post-test. 
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Expression of UPR gene markers in unstimulated 1HAE cells with ORMDL3 
knockdown. Three gene markers, XBP-1u, XBP-1s, and CHOP, were quantified 24 hours 
post-transfection. XBP-1 is spliced upon activation of the IRE1 branch of the UPR and 
may lead to inflammatory responses. CHOP is induced through the PERK and ATF6 
pathways and may lead to apoptosis. Data represent the mean ± SEM of three 
experimental repeats. Statistical analysis was performed using one-way ANOVA with 
Bonferroni post-test. 

	  

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

0

50000

100000

150000

TNFα (200ng/mL)
IL-1β (200ng/mL)
Flagellin (200ng/mL)
No stimulation

pEGFP-ORMDL3 2µg +

IL
-8

 (p
g/

m
L)

Ce
lls

 o
nl

y
Sc

ra
m

bl
e 

si
RN

A 
50

0n
M

O
RM

DL
3 

si
RN

A 
10

0n
M

O
RM

DL
3 

si
RN

A 
20

0n
M

O
RM

DL
3 

si
RN

A 
50

0n
M

Ce
lls

 o
nl

y
Sc

ra
m

bl
e 

si
RN

A 
50

0n
M

O
RM

DL
3 

si
RN

A 
10

0n
M

O
RM

DL
3 

si
RN

A 
20

0n
M

O
RM

DL
3 

si
RN

A 
50

0n
M

Ce
lls

 o
nl

y
Sc

ra
m

bl
e 

si
RN

A 
50

0n
M

O
RM

DL
3 

si
RN

A 
10

0n
M

O
RM

DL
3 

si
RN

A 
20

0n
M

O
RM

DL
3 

si
RN

A 
50

0n
M

Ce
lls

 o
nl

y
Sc

ra
m

bl
e 

si
RN

A 
50

0n
M

O
RM

DL
3 

si
RN

A 
10

0n
M

O
RM

DL
3 

si
RN

A 
20

0n
M

O
RM

DL
3 

si
RN

A 
50

0n
M

0

50000

100000

150000

TNFα (200ng/mL)
IL-1β (200ng/mL)
Flagellin (200ng/mL)
No stimulation

pEGFP-ORMDL3 2µg +

IL
-8

 (p
g/

m
L)

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

0

50000

100000

150000

TNFα (200ng/mL)
IL-1β (200ng/mL)
Flagellin (200ng/mL)
No stimulation

pEGFP-ORMDL3 2µg +

IL
-8

 (p
g/

m
L)

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

C
el

ls
 o

nl
y

Sc
ra

m
bl

e 
si

R
N

A
 5

00
nM

O
R

M
D

L3
 s

iR
N

A
 1

00
nM

O
R

M
D

L3
 s

iR
N

A
 2

00
nM

O
R

M
D

L3
 s

iR
N

A
 5

00
nM

0

50000

100000

150000

TNFα (200ng/mL)
IL-1β (200ng/mL)
Flagellin (200ng/mL)
No stimulation

pEGFP-ORMDL3 2µg +

IL
-8

 (p
g/

m
L)


