
Supplementary Fig. S1 Analysis of Btkfl/Y mice. (A) Schematic overview of part of the Btk gene in wild-type (WT) and Btktm1a and Btktm1c (Btkfl/Y)
mice. (B) Agarose gel image. To generate mice carrying the conditional Btktm1c allele (referred here as Btkfl), Btktm1a mice were crossed to
transgenic FLPe recombinasemice. Mice were genotyped with primers pr1 and pr4 to detect the wild-type (WT) Btk allele (154 base pair [bp]) and
the presence of the FRT and loxP site between Btk exon 5 and 6 (370 bp); primers pr1 and pr2 to detect the presence of the lacZ gene upstream
Btk exon 5 (328 bp) and primers pr3 and pr4 to detect the presence of the neomycin resistance gene downstream Btk exon 6 (804 bp), and with
primers iMR1348, iMR1349, iMR1427 and iMR1428 (Jackson Laboratory, Bar Harbor, Minnesota, United States) to detect the FLP transgene (725
bp) or FLP-wt gene (Rosa; 500 bp). Btkfl mice were backcrossed to remove the FLP recombinase transgene. Primers sequences: pr1 5’-
TGCAATCTCAGGACATGACAG-3’; pr2 5’-CTGACCTTGGGCAAGAACATA-3’; pr3 5’-CGTGATATTGCTGAAGAGCTTG-3’; pr4 5’-GAAGGAAA-
TAAATGTGCCCAGA-3’. (C) Pictures of a CD42b/Btk double staining on lung of littermate control, PF4creBtkfl/Y mice and Btk-/- mice. Arrows
indicate the same platelet in both the CD42b and Btk staining.
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Supplementary Fig. S2 Representative images of the lung bleeding score. Low magnification (left) and high magnification (right) pictures from
haematoxylin and eosin (H&E) stained tissue sections that represent scores for pulmonary haemorrhage. Score 1 ¼ mild and focal, score
2 ¼ moderate and focal, score 3 ¼ moderate and diffuse, and score 4 ¼ severe and diffuse. Arrows point at focal or diffuse perivascular lung
bleeding.

Thrombosis and Haemostasis

Platelet Btk in Bacterial Pneumosepsis de Porto et al.



Supplementary Fig. S3 Platelet-specific Btk deficiency diminishes P-selectin and CD63 surface expression upon whole blood stimulation with
glycoprotein (GP) VI agonist collagen mimic peptide cross-linked collagen-related peptide (CRP-XL), but not with protease-activating receptor
(PAR4) activating peptide (PAR4AP). Gating strategy for single platelets after 20minutes of whole blood stimulation with 0.1mg/mL PAR4AP or 1
µg/mL CRP-XL. Representative histograms show expression of P-selectin and CD63 on blood platelets of littermate control, PF4creBtkfl/Y and
Btk-/- mice after stimulation. FSC, forward scatter; Isotype, isotype control staining on stimulated littermate controls; SSC, side scatter.
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Supplementary Fig. S4 Platelet-specific Btk deficiency does not impact on platelet accumulation in the lung, or on lung pathology and neutrophil
influx in the lung or systemic monocyte, neutrophil or platelet numbers and activation during Klebsiella-induced pneumonia. Littermate control
(grey) and PF4creBtkfl/Y (white) mice were sacrificed 36 hours after intra-nasal infection with K. pneumoniae. (A) Lung pathology score. (B)
Percentage of LY-6G positive lung surface. (C) Blood neutrophil and monocyte numbers. (D) Blood platelet numbers. (E) Percentage of P-selectin
and CD63 positive blood platelets. (F) Percentage of blood neutrophil–platelet and monocyte–platelet complexes. (G) Blood neutrophil and
monocyte CD11b expression. Data are presented as box and whisker plots. Differences between groups were not significant.
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Supplementary Fig. S5 Platelet-specific Btk deficiency in combination with P2Y12 receptor inhibition does not impact on lung pathology, platelet
accumulation and neutrophil influx in the lung, systemic platelet numbers and activation or systemic monocyte and neutrophil numbers and
activation during Klebsiella-induced pneumonia. Littermate control or PF4creBtkfl/Y mice were treated orally with either vehicle or 30 µg/g
clopidogrel infected intra-nasally with K. pneumoniae and sacrificed 36 hours after infection. Littermate controls þ vehicle are grey, littermate
controls þ clopidogrel are grey with dots, PF4creBtkfl/Y þ vehicle are white and PF4creBtkfl/Y þ clopidogrel are white with dots. (A) Lung
pathology score. (B) Percentage of Ly-6G positive lung surface. (C) Blood platelet counts. (D) Percentage of P-selectin and CD63 positive blood
platelets. (E) Blood neutrophil andmonocyte counts. (F) Blood neutrophil andmonocyte CD11b expression. (G) Percentage of blood neutrophil–
platelet and monocyte–platelet complexes. Data are presented as box and whisker plots. Differences between groups were not significant.
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Supplementary Fig. S6 Platelet depletion does not alter blood neutrophil or monocyte numbers or their activation during pneumococcal
pneumonia. Mice treated with isotype control (grey) or platelet depleting anti-glycoprotein (GP) Ibα antibody (white) and infected intra-nasally
with S. pneumoniae. Mice were sacrificed 36 hours after infection. (A) Blood neutrophil and monocyte numbers. (B) Blood neutrophil and
monocyte CD11b expression. Data are presented as box and whisker plots. Differences between groups were not significant.
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Supplementary Fig. S7 Platelet-specific Btk deficiency does not impact on platelet accumulation in the lung, nor alters monocyte and neutrophil
numbers or activation, lung pathology or neutrophil influx in the lung during pneumococcal pneumonia. Littermate control (grey) and
PF4creBtkfl/Y (white) mice were sacrificed 48 hours after intra-nasal infection with S. pneumoniae. (A) Blood platelet counts. (B) Percentage of
blood neutrophil–platelet and monocyte–platelet complexes. (C) Blood neutrophil and monocyte numbers. (D) Blood neutrophil and monocyte
CD11b expression. (E) Lung pathology score. (F) Percentage of LY-6G positive lung surface. Data are presented as box and whisker plots.
Differences between groups were not significant.
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Supplementary Table S1 Lung and plasma levels 36 hours after induction of K. pneumoniae pneumonia in littermate control and
PF4creBTKfl/Y mice

Lung Lit control PF4creBtkfl/Y

Tumour necrosis factor (pg/mL) 2,355 (823) 1,301 (264)

CXCL-1 (pg/mL) 12,962 (1,913) 16,481 (2,481)

Myeloperoxidase (ng/mL) 656 (41) 746 (150)

Plasma Lit control PF4creBtkfl/Y

E-Selectin (ng/mL) 62 (3) 61 (4)

P-Selectin (ng/mL) 619 (131) 634 (250)

Thrombin–anti-thrombin complex (ng/mL) 123 (33) 104 (38)

Myeloperoxidase (ng/mL) 115 (13) 113 (12)

Note: Data are mean (standard error of the mean [SEM]).

Supplementary Table S2 Lung and plasma levels 36 hours after induction of K. pneumoniae pneumonia in littermate control and
PF4creBTKfl/Y mice treated with vehicle or clopidogrel

Littermate control PF4creBtkfl/Y

Lung Vehicle Clopidogrel Vehicle Clopidogrel

TNF (pg/mL) 5,398 (1673) 2,421 (904) 3,383 (781) 4,678 (1,559)

CXCL-1 (pg/mL) 22,279 (5,352) 19,191 (3,197) 21,714 (2,804) 20,964 (3,058)

MPO (ng/mL) 343 (11) 323 (10) 328 (13) 346 (10)

Plasma Vehicle Clopidogrel Vehicle Clopidogrel

E-selectin (ng/mL) 44 (7) 43 (5) 33 (7) 44 (4)

P-selectin (ng/mL) 554 (162) 1,033 (208) 595 (185) 892 (91)

TATc (ng/mL) 113 (44) 46 (7) 29 (4) 41 (4)

MPO (ng/mL) 47 (9) 60 (9) 54 (12) 56 (4)

Abbreviations: CXCL-1, C-X-C motif ligand-1; MPO, myeloperoxidase; SEM, standard error of the mean; TATc, thrombin–anti-thrombin complex; TNF,
tumour necrosis factor.
Note: Data are mean (SEM).

Supplementary Table S3 Plasma levels 36 hours after induction of pneumococcal pneumonia in control and platelet depleted
mice

Plasma Control Platelet depleted

E-selectin (ng/mL) 62 (5) 54 (8)

P-selectin (ng/mL) 288 (46) 323 (26)

Thrombin–anti-thrombin complexes (ng/mL) 14 (10) 10 (5)

Myeloperoxidase (ng/mL) 29 (10) 86 (12)a

Note: Data are mean (standard error of the mean [SEM]).
ap < 0.01.
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Supplementary Table S4 Lung and plasma levels 48 hours after induction of pneumococcal pneumonia in littermate control and
PF4creBTKfl/Y mice

Lung Lit control PF4creBtkfl/Y

Tumour necrosis factor (pg/mL) 912 (332) 791 (294)

CXCL-1 (pg/mL) 13,191 (3,861) 28,915 (8,820)

Myeloperoxidase (ng/mL) 548 (34) 597 (38)

Plasma Lit control PF4creBtkfl/Y

E-selectin (ng/mL) 39 (5) 39 (2)

P-selectin (ng/mL) 498 (27) 735 (86)a

Thrombin–anti-thrombin complexes (ng/mL) 148 (38) 127 (24)

Myeloperoxidase (ng/mL) 158 (40) 91 (32)

Note: Data are mean (standard error of the mean [SEM]).
ap < 0.05.
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