Supplemental data legends

Figure S1. (A) A representative labeling efficiency example of a peptide containing a
lysine residue. Red line indicates position of the unlabeled peptide. (B) Confirmation of
the effective stimulation of the cells for the proteome by Western blot (right) and the
Western Blot results (semi-quantitative densitometry) compared to the quantitative mass
spectrometry results for each ligand at both timepoints using MARCKSL1 as a
representative protein. (C) Confirmation of the effective stimulation of the cells for the
secretome by the measurement of TNF levels in the conditioned media. The statistical
analysis was performed using a two-way ANOVA, and the resulting p-value was less
than 0.0001. The horizontal bars indicate statistically significant differences resulting

from post-hoc multiple comparisons (significance level = 0.05).

Figure S2. Results overview for the proteome and secretome analysis. Overlap between
the four replicates of the proteome (top) and secretome (bottom) analyses of cells

stimulated with (from left to right) LPS, P3C and R848.

Figure S3. (A) Determination of the stress effect on the cells after culture in the serum-

free media. (B). The visual timeline of the controls versus treated samples.

Figure S4. (A) Determination of the significant fold change thresholds. (B) Assessment
of cell death in the serum-supplemented (left) and serum-free (right) media without

(black and gray) and with (dark and light blue) LPS stimulation.



Figure S5. Gene Ontology Cellular Compartment assignments of the proteins found in

the proteome (black bars) and secretome (gray bars).

Figure S6. Changes in the proteins common to all the datasets. The heatmap represents
the hierarchical clustering of the common proteins in the proteome and secretome for all
the treatments and timepoints. The color key below represents the changes (log2 scale),
from dark blue representing the largest decrease, to red representing the largest increase.
Cells colored gray represent missing data. Each row is a protein and each column is a
sample. Samples are named based on data type, treatment type, timepoint and replicate as

described in “Data analysis”.

Figure S7. Principal component analysis performed using the MeV software. For

proteome (A and B) and secretome (C and D) samples, PCA analysis was carried out

separately. Samples were projected onto two different two-dimensional planes, consisting

of PC1 vs. PC2 (A and C) and PC2 vs. PC3 (B and D).

Table S1. Proteins identified and quantified in each stimulation in the proteome dataset.

Table S2. Proteins identified and quantified in each stimulation in the secretome dataset.

Table S3. Proteins identified in all of the analyses.



Table S4. Proteins identified as containing a signal peptide by SignalP software (Sheet 1)
and proteins predicted to be secreted via the non-classical secretory pathway by

SecretomeP software (Sheet 2).

Table S5. Proteins that exhibit significant changes in expression level at the protein level,
but not at the transcript level for the LPS (Sheet 1), P3C (Sheet 2), and R848 (Sheet 3)

stimulations.

Table S6. List of proteins used for the targeted proteomic analysis after the stimulation of

cells with heat-killed whole pathogens.



Sequence: TEDPSDSGGLGSTADAVGSSLK, K22-Label:13C(6)15N(2) (8.01420 Da)
Charge: +2, Monoisotopic m/z: 1029.99109 Da (+9.75 mmu/+9.46 ppm), MH+: 2058.97490 Da, RT: 28.13 min,

Heavy 5 #6506 RT: 2811 AV: 1 NL: 4.18E4 @
T: FTMS + p NSI Full ms [350.00-1800.00]
1004 1030.49
e - 8Da 1029.99 LC518
E 1023.49 -¢ S
804 1023.99
3 1031.60
» 70 1022.99 f
g 9 1030.99
g 603
2 50%
£ 403 {
& 203 103183
20% 1024.63 103216
4 102255 1033.00
L i |
10‘23 10‘24 10‘25 10‘26 1ﬂI27 10‘25 10‘25 10‘30 10‘31 1(]‘32 1(]‘33
miz
MARCKSL1
8 -
I Il 6h_wB -
e <
. T 12h_WB §68 &8 &6
e B 6h_MsS
c - =e - MARCKSL1
© T T 12h_MS
S 41
° . e oeoeoe e RhoGDI
° LPS P3C R848
2 -
0 -
) O >
o
X <® &
]
1
4000 — y
1 I LFPS
3000 I ‘ I P3C
- Bl R848
£
£ 20001
[T
z . %
F 1000 -
0 .
S & ,191“

Figure S1



LPS proteome - 1932 P3C proteome - 2244 R848 proteome - 2484

Figure S2



>

®Dsgla

Stimulation effect

Log2 (fold change treated 24h/"0"h)
5.
o
l’
' d . N
PR . PO
v
-
o
I“
o
.

Log2 (fold change untreated 24h/0h)

Stress effect

Collection time

»
»

0

Log2 (fold change treated 24h/"0"h)

P3C
4
31 ecC3
24
" .
{ R
3 |, ®Csfir
oy * % ig. : oo
. . . . .
-2 a e 2 3
~ S
®Dsgla et
n
.24

Log2 (fold change untreated 24h/0h)

Log2 (fold change treated 24h/"0"h)

R848

®Ctsz

Log2 (fold change untreated 24h/0h)

Secretome basal state [

0h
@]

Secretome stimulated

Figure S3




g2

12h_lo

No treatment_proteome

-1.

(3]

[
>

Normalized intensity DEAD Green

3103

2410 °4

14010 3

Fold change 1.5
99% proteins within boundaries in
time course

Fold change 2
88% proteins within boundaries in
time course

e +FBS, -LPS
o +FBS, +LPS

1410’

‘I«b‘ Q
time (h)

Figure S4



25

- N
o =)

% of assigned proteins
=

Main GOCC annotation

- proteome

secretome

Figure S5



cfEscic e S EEEEAEEEEEE8 sS85 5 88888888 2 ccccccE 5 £ &

B T T B T A T T T T T T o T T T T T T T T T T T T T T T B T T e T T T M B M

fEEeEee s Edg 88983833 ERREREES g EIeREER

QR e i i i o i i b s s e b e B B B B B B T B B B e B B O B

@ & @4 ddadediddddoiololdildadononnono0o00600600606666 60
-

:il-

;
L1

!

)
|
;

ei

i

!
1.!'

1 ENpEIN L-
ul

I[lﬁlll

b

= = -
I - -.-
LI
.J -
-
= -
B .
- _—— -
T - -
- -
-
-
-
-
=
LD |
= @ Em W=
|
- -
|
L

Log,(ratio) -0.5 HlE M 0.5

innpab

D
Sh0300ihimez
Npm1:6ms611
Bivib

Sod2

Figure S6



v
(@]
w

PC 2 (Stimulation)

z
7~

|

1

)

~

m Prot_P3C_6h

- ————— -

m Prot_LPS_6h

i i g i

4 153.4

4.122.72

192.04 /7

4 30.68

LPS

b o ————————————————————— -

————————————— -

S

o T - -

Prot_LPS_12h m *If\
1
/

7’

-
ES
o=+

w
s

o T

Sa

L L i
—11.9.4? —8'9.6 —59'.74

m Prot_R848_6h

6h

R848

Prot_R848_12h

S,

Ay

1
-20.87

L
L)
29.87

4 -30.68
4 -61.36
4. -92.04
4. -122.72

4. -153.4

o B

Xaxis = 1, Y axidw 2

PC 1 (time)

wPr30-3Ic_12h

4.79.51

4.59.63
mProt_P3C_6h

o i o
NE———

4 19.88

1 L L L
59 Bopt_P3C_jgh 110.47  149.34

\N-—————————————————————————————————_f

mProt_RB848_12h
4

7

12 h

P3C

m-RepiLOS_Gh—

o ————————————— o 2

'

[ .
W
N

4

L
S122.72 -92.04  -61.36

m Prot_R848_6h

N e e e

S ——— p——

\

-30.68

y t
30.68 61.36

4. -19.88
4. -39.76
4 -59.63
4. -79.51

4.-99.39

Xaxis =2, Y axis =3

PC2

o ——

02.04 12272 | 1534

LPS

mProt_LPS_12h

N ——————————————— ] -

Figure S7



C PC2

+ 083 iaeceraas_6h

4. 197.89
4 148.42
4 98.95

gussasaasan 3 | 49.47

mSec_RB48_24h

1 1 L 1 L 1 L
PC1 -1,202.23  -1,033.78  -775.34  -516.80  -258.45 258.45 516.89 775

T -49"1I?Sec_P3C_24h

4 -98.95
.S-c:ll@_'ﬂgh
4. -197.89

4 -247.37

X axis =1, Y axis = 2

PC3
D | 230.81

1 184.65
113849 6h P3C & R84
S SETTTTTEES "\\
19232 {  SsecP3C6hm |
i i
' :
146.16 | !
mSec_LPS_24h : :
1 1
PCZ L 1 1 3 N N 1 N ' |
L) T L) L) L) L) | L) T L]
-148.42 -98.95 -49.47 49.47 98.95 148.42 1197.89 247.37 |
1
1 -46.16 | i
mSec_LPS_6h : :
1 1
1-92.32 I‘ Sec_R848_6h m ;
\- __________ ',

i
l,- Sec_paC_24n ~138:49 \}
| | 24h P3C & R348
| L -184.65 |
i :
1
i + -2308d.c rgag 24n |
| | Xaxis =2, Y axis 53

Figure S7



	Supplemental data legends_MKR_VS_revision2 (3)
	Supplemental_Figures_MKR_VS_revised 

