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Original and modified IHC images of IL-1B including cryosections from
control/healthy lung and necrotic area (NA), marginal zone (MZ) and
tracheobronchial lymph node (TBLN) from pigs infected by Actinobacillus

pleuropneumoniae (APP)
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Figure S1. IHC image of IL-1f3 in cryosection of control/healthy lung before and after
modification in GIMP 2.10.22. The length of scale bar is 1 mm. The positive IHC

signal has purple color in modified image.
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Figure S2. IHC image of IL-1f in cryosection of first necrotic area (NA) from lungs
obtained from pigs infected with APP, before and after modification in GIMP 2.10.22.
The length of scale bar is 1 mm. The positive IHC signal has purple color in modified

image.
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Figure S3. IHC image of IL-1f3 in cryosection of second necrotic area (NA) from lungs
obtained from pigs infected with APP, before and after modification in GIMP 2.10.22.
The length of scale bar is 1 mm. The positive IHC signal has light purple color in

modified image.
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Figure S4. IHC image of IL-1B in cryosection of third necrotic area (NA) from lungs
obtained from pigs infected with APP, before and after modification in GIMP 2.10.22.
The length of scale bar is 1 mm. The positive IHC signal has purple color in modified

image.
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Figure S5. IHC image of IL-1p in cryosection of tracheobronchial lymph node
(TBLN) obtained from pigs infected with APP, before and after modification in GIMP
2.10.22. The length of scale bar is 1 mm. The positive IHC signal has purple color in

modified image.
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Figure S6. IHC image of IL-1P in cryosection of marginal zone (MZ) from lungs
obtained from pigs infected with APP, before and after modification in GIMP 2.10.22.
The length of scale bar is 1 mm. The positive IHC signal has purple color in modified

image.

Original and modified IHC images of CD163 including cryosections from
control/healthy lung and necrotic area (NA), marginal zone (MZ) and
tracheobronchial lymph node (TBLN) from pigs infected by Actinobacillus

pleuropneumoniae (APP)
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Figure S7. IHC image of IL-1 in cryosection of control/healthy lung before and after
modification in GIMP 2.10.22. The length of scale bar is 1 mm. The positive IHC

signal has brown color in modified image.
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Figure S8. IHC image of IL-1( in cryosection of first necrotic area (NA) from lungs
obtained from pigs infected with APP, before and after modification in GIMP 2.10.22.
The length of scale bar is 1 mm. The positive IHC signal has brown color in modified

image.
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Figure S9. IHC image of IL-1f in cryosection of second necrotic area (NA) from lungs
obtained from pigs infected with APP, before and after modification in GIMP 2.10.22.
The length of scale bar is 1 mm. The positive IHC signal has brown/grey color in

modified image.
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Figure 510. IHC image of IL-1f in cryosection of third necrotic area (NA) from lungs
obtained from pigs infected with APP, before and after modification in GIMP 2.10.22.
The length of scale bar is 1 mm. The positive IHC signal has brown color in modified

image.
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Figure S11. IHC image of IL-1B in cryosection of tracheobronchial lymph node
(TBLN) obtained from pigs infected with APP, before and after modification in GIMP
2.10.22. The length of scale bar is 1 mm. The positive IHC signal has brown color in

modified image.
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Figure S12. IHC image of IL-1p in cryosection of marginal zone (MZ) from lungs
obtained from pigs infected with APP, before and after modification in GIMP 2.10.22.
The length of scale bar is 1 mm. The positive IHC signal has brown color in modified

image.
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Identification of protegrin-4 precursor by MALDI-LIFT-TOF/TOF and MASCOT
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Figure S13. Results of identification of protegrin-4 precursor from MASCOT.
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Figure S14. LIFT mass spectrum with annotated fragments of protegrin-4 precursor

peptide FPPPNFPGPR. BioTools 3.2 was used for annotation.

Protein sequence coverage: 4%

Matched peptides shown in bold red.
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Figure S15. Protegrin-4 precursor protein sequence coverage covered by
FPPPNFPGPR. The sequence coverage is low, but the identified peptide is unique for

this protein family.
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Spectrum Analysis Report
Date: 11/19/2020 Time: 07:16
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Figure S16. The LIFT spectrum analysis report for protegrin-4 precursor peptide

FPPPNFPGPR. BioTools 3.2 was used for analysis.
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MALDI MSI mean mass spectra

20



Intensity [a.u.]

0.0003
0.00029
0.00028 4
0.00027 7
0.00026
0.00025
0.00024 7
0.00023 4
0.00022
0.00021 1

0.0002 A
0.00019 7
0.00018 7
0.00017
0.00016
0.00015
0.00014
0.00013 7
0.00012 7
0.00011 9

0.0001 A

9e-05
8e-05 1
7e-05 1
6e-05

750

1000

1250

1500

1750

2250

2500

2750

3000

m/z

21



Figure S17. The MALDI MSI mean mass spectrum created from all measured tissue
sections. SCIiLS Lab 2014b was used for processing the spectra applying baseline

removal and normalization.
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Figure S18. Zoomed MALDI MSI mean mass spectrum created from all measured
tissue sections showing the peak of IL-1B peptide

NLYLSCVLKDDKPTLQLESVDPKNYPK. SCiLS Lab 2014b was used for processing

the spectra applying baseline removal and normalization.
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Figure S19. Zoomed MALDI MSI mean mass spectrum created from all measured

tissue sections showing the peak of protegrin-4 precursor peptide FPPPNFPGPR.

SCiLS Lab 2014b was used for processing the spectra applying baseline removal and

normalization.

6505

=

55005

Se5

45a05

Intensity [a.u.]
8
]

205

2505

2005

15005

LW.‘#

CD163 peptide

“'.%.'.um.f..E'.*wwl-* ‘M’:\.mw i wmfﬁ'w\ﬂw“«\‘,wa-. m "'mw.vhm.'.".ml u‘w ‘*'.WH i Wl..'ulw'a’.'m"' WUL' «VM’ “‘m M’"w W“ I '.w I

| iy
il

LM’UW

m/z

Figure 5§20. Zoomed MALDI MSI mean mass spectrum created from all measured

tissue sections showing the peak of CD163 peptide TSYQVYSK. SCiLS Lab 2014b was

used for processing the spectra applying baseline removal and normalization.
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Figure S21. The preparation of humid box used for on-tissue trypsinization. (A) A
magnetic stirrer with hotplate used for heating the humid box. (B) A humid box
prepared from used tip rack, which was filled with water and on top was placed
Kimwipe tissue soaked in LC-MS water. The ITO glass slides with applied trypsin
solution were placed on the soaked Kimwipe tissue and the humid box/tip rack was

closed. (C) A final set up used for 18h trypsinization.



