[bookmark: _Hlk83832661]Supplementary Materials for

A novel IL-10 – DEL-1 axis promotes granulopoiesis and sepsis survival 
in early life


Authors: Eleni Vergadi,1,2 Ourania Kolliniati,2,3 Konstantina Lyroni,2 Eleftheria Ieronymaki,2,3 Ioanna Lapi,2,3 Vasileia–Ismini Alexaki,4 Eleni Diamantaki,5 Katerina Vaporidi,5 Eleftheria Hatzidaki,6 Helen Papadaki,7 Emmanouil Galanakis,1 George Hajishengallis,8 Triantafyllos Chavakis 4 and Christos Tsatsanis2,3

The PDF file includes:
Supplementary materials and methods
Fig. S1. Expression of the DEL-1 receptor CD11a/CD18 in neonates.
Fig. S2. Regulation of cytokine responses by DEL-1.
Fig. S3. Expression of DEL-1 receptor CD61/CD51 in neonates
Table S1. Clinical characteristics and outcomes of the low DEL-1 and high DEL-1 groups in neonates with sepsis.
Table S2. Clinical characteristics and outcomes of the low DEL-1 and high DEL-1 groups in adults with sepsis.



Supplementary materials and Methods
Real-time PCR Primers  
	Mouse Primers

	Mouse DEL-1
	fwd: 5’-CCTGTGAGATAAGCGAAGC-3’

	
	rev: 5’-GAGCTCGGTGAGTAGATG-3’

	Interleukin (IL)-17A
	fwd: 5’-CCGTTCCACGTCACCCTGGAC-3’

	
	rev: 5’- GGTCCAGCTTTCCCTCCGCATTG-3’

	Interleukin 10 (IL-10)
	fwd: 5’- GCGCTGTCATCGATTTCTCCCCTG-3’

	
	rev: 5’-GGCCTTGTAGACACCTTGGTCTTGG-3’

	Intracellular Adhesion Molecule 1 (ICAM-1)
	fwd: 5’-GGTTCTCTGCTCCTCCACAT-3’

	
	rev: 5’ -CCTTCCAGGCTTTCTCTTTG-3’

	Ribosomal Protein S9 (Rps9) (housekeeping) 
	fwd: 5’-GCTAGACGAGAAGGATCCCC-3’

	
	rev: 5’-. CAGGCCCAGCTTAAAGACCT -3’

	Human Primers

	Human DEL-1
	fwd: 5’- TGATTACCCAAGGAGCCAAG- 3’

	
	rev: 5’- TCGCAAAGTGCAATGTCTTC- 3’

	GAPDH (housekeeping)
	fwd: 5’-CGACCACTTTGTCAAGCTCA- 3’

	
	rev: 5’-AGGGGTCTACATGGCAACTG- 3’





Supplementary Figure 1 
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[bookmark: OLE_LINK4]Figure S1. Expression of the DEL-1 receptor CD11a/CD18 in neonates. A, DEL-1 receptor and its ligand ICAM-1 in neutrophils and endothelial cells respectively during the process of neutrophil adhesion to endothelium. B, CD11a mean fluorescence intensity (MFI) in control (C) and septic (D) adult and neonate mice. E, ICAM-1 relative mRNA levels from liver, kidney, intestine and lung tissue from adult and neonatal mice (4days old) upon normal conditions. ICAM-1 relative mRNA levels from intestine (F) and kidney (G) from adult and neonatal mice (4days old) after 6 hours of cecal slurry induced sepsis. Statistical analysis by one way ANOVA with Bonferroni’s multiple comparison post-test (E, F and G). Mean ± SD is depicted. Ctl: control. *p<0.05, **p<0.01, ***p<0.001. 



Supplementary Figure 2
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Figure S2. Regulation of cytokine responses by DEL-1. A, Serum TNFα and IL-10 protein concentration from WT and Del1-/- neonate pups upon 6 hours of cecal slurry (CS) sepsis. Β, Serum TNFα and IL-10 protein concentration from Del1-/- neonate pups treated with either i.v DEL-1-Fc or IgG, 6 hours after CS sepsis. C, Survival rates (%) of WT and Del1-/- neonate mice, treated with or without antibiotics (meropenem). Statistical analysis by one way ANOVA with Bonferroni’s multiple comparison post-test (A, B), and Fisher's exact test (C). Mean ± SD (A, B) and frequency % (C) are depicted. *indicates comparison of septic animals to the control animals of the same group (unless otherwise indicated). # comparison of Del1-/- to WT mice. Ctl: control. **p<0.01, ***p<0.001, # p<0.05, ## p<0.01.


Supplementary Figure 3
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[bookmark: _Hlk60173724]Figure S3. Expression of DEL-1 receptor CD61/CD51 in neonates. CD61 and CD51 mean fluorescence intensity (MFI) in control and septic adult and neonate mice (after 6 hours of cecal slurry induced sepsis). Statistical analysis by one way ANOVA with Bonferroni’s multiple comparison post-test. Mean ± SD is depicted. *p<0.05. Ctl: control.



Supplemental Table 1. Clinical characteristics and outcomes of the low DEL-1 and high DEL-1 groups in neonates with sepsis.

	

	

	
	All cases
n = 24
	Low DEL-1
n = 12
	High DEL-1
n = 12
	p value*

	Demographics
	
	
	
	

	Sex (males)
	15/24 (62.5%)
	8/12 (66.7)
	7/12 (58.3%)
	ns

	Postnatal days† 
	2 (1 -28)
	1.5 (1 – 28)
	2 (1 – 20)
	ns

	Gestational age (weeks)ǂ
	[bookmark: OLE_LINK2]34.3 (±3.2)
	34.4 (±3.47)
	34.3 (±3.1)
	ns

	
	
	
	
	

	[bookmark: _Hlk60300109]Type of sepsis
	
	
	
	

	Early onset
	20/24 (83.3%)
	10/12 (83.3%) 
	10/12 (83.3%)
	ns

	Late onset
	4/24 (16.6%)
	2/12 (16.6%)
	2/12 (16.6%)
	ns

	Bacteremia
	7/24 (29.2%)
	4/12 (33.3%)
	3/12 (25%)
	ns

	
	
	
	
	ns

	Laboratory data
	
	
	
	

	DEL-1 (pg/ml)† 
	684.4 (211.9-2249.5)
	495.0 (211.9-667.7)
	1126 (701.4-2249.5)
	<0,0001

	IL-6 (pg/ml) †
	188.7 (55.6-7321)
	160.1 (55.6-645.1) 
	188.7 (60.68- 7321)
	ns

	IL-10 to IL-17 ratio
	0.7 (0.01-56.7)
	0.2 (0.01-0.9)
	4.6 (0.3-56.7)
	<0.001

	ANC (x103/μl)† Day 0
	5.086 (940-13.950)
	5.943 (940-13.950)
	3.738 (1.165-13.740)
	ns

	ANC (x103/μl)† Day 1
	6.380 (800-21.920)
	5.580 (800-13.030) 
	6,444 (2.903-21.920)
	ns

	ΑΝC (fold increase) ǂ
	1.3 (±1.0)
	0.75 (±0.5)
	[bookmark: OLE_LINK3]1.9 (±1.1)
	<0.01

	
	
	
	
	

	Outcome
	
	
	
	

	ICU length of stay
	21 (7-63)1
	12 (7-63)
	14 (7-45)
	ns

	28 – day mortality
	4/24 (16.7%)
	3/12 (25%)
	1/12 (8.33%)
	ns

	
	
	
	
	


Abbreviations: Low DEL-1 group: DEL-1 levels less than 700pg/ml, ANC: absolute neutrophil count, 
Definitions: early onset: sepsis in neonates less than 7 days old, late-onset: sepsis in neonates≥ 7 days old *Comparison among low and high DEL-1 group; statistical analysis was performed with Fisher's exact test (for categorical data) and by Mann-Whitney test for numerical data. Mean, ±SD (for numerical data) and †median (range) (for categorical data) are depicted. ǂ, ns: non-significant.


Supplemental Table 2. Clinical characteristics and outcomes in the low DEL-1 and high DEL-1 groups in adults with sepsis

	

	

	
	All cases
n = 40
	Low DEL-1
n = 25
	High DEL-1
n = 15
	p value

	Demographics
	
	
	
	

	Sex (males)
	27/40 (67.5%)
	17/25 (68%)
	10/15 (66.7%)
	ns

	Age in years†
	65 (21 - 87)
	67 (27 - 87)
	54 (21 - 82)
	ns

	SOFA score (median, range)
	8 (3-16)
	9 (3-16)
	8 (4-16)
	

	
	
	
	
	

	Source of sepsis
	
	
	
	

	Pulmonary
	24/40 (60%)
	13/25 (52%)
	11/15 (73.3%)
	ns

	Abdominal
	10/40 (25%)
	8/40 (20%)
	2/15 (13.3%)
	ns

	Other
	6/40 (15%)
	4/15 (26.5%)
	2/15 (13.3%)
	ns

	Positive Blood cultures
	13/40 (32.5%)
	8/40 (20%)
	5/15 (33.3%)
	ns

	
	
	
	
	

	Laboratory data
	
	
	
	

	DEL-1 (pg/ml) †
	96.9 (11.9-2219)
	70.5 (11.9-124)
	342.2 (165.4-2219)
	<0.001

	IL-6 (pg/ml) †
	279.7 (52.4 – 8584)
	281.3 (52.4 – 8584)
	278.2 (62.4– 2174)
	ns

	
	
	
	
	

	Outcome
	
	
	
	

	ICU length of stay †
	18 (7-67)
	21 (7-67)
	19 (7-59)
	ns

	28 – day mortality
	13/40 (32.5%)
	11/25 (44%)
	2/15 (13.3%)
	<0.05

	
	
	
	
	


Abbreviations: Low DEL-1 Group: DEL-1 levels less than 125pg/ml, ANC: absolute neutrophil count. *Comparison among low and high DEL-1 group; statistical analysis was performed with Fisher's exact test (for categorical data) and by Mann-Whitney test for numerical data. Mean, ±SD (for numerical data) and †median (range) (for categorical data) are depicted. ǂ, ns: non-significant.
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