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Supplementary Material 1 

Supplementary figure’s legends 2 

Supplementary Table S1. LAD3 patients’ characteristics. 3 

Table of LAD3 patients examined, including their gene mutation. Last column indicates where 4 

each patient-derived neutrophils were used. 5 

 6 

Supplementary Figure S1. LAD3 patients or healthy controls were examined for kindlin3 7 

and CD11b/CD18 expression and neutrophil ADCC evaluated using different CD47-8 

SIRPα blocking antibodies . 9 

A. Total CD18 expression levels shown by mean fluorescent intensity (MFI) on neutrophils 10 

from healthy donors. B. Neutrophils from healthy controls or LAD3 patients were lysed and 11 

western blot stained for kindlin3. Kindlin3 was undetectable in all patients and GAPDH used 12 

as loading control. C. Neutrophil CD11b/CD18 expression in healthy controls (white) or LAD3 13 

patients (red) evaluated by flow cytometry (data from 5 independent experiments, 4 different 14 

patients). Bars indicate mean ± SEM while statistical significance was assessed with unpaired 15 

t-test; *p<0.05. D. Neutrophil cytotoxicity was assessed against SKBR3 Scr cells opsonized 16 

with trastuzumab (Tmab) and CD47-SIRPα interactions were disrupted by anti-CD47 intact or 17 

F(ab’)2 antibody (B6HL12), anti-SIRPα or combination of both. Pre-incubation of effector 18 

cells with CD11b/CD18 blocking antibodies was performed, where indicated. Data are derived 19 

from 5 different donors. Bars indicate mean ± SEM while statistical significance was assessed 20 

with one- way ANOVA; *p<0.05 and Sidak correction for multiple testing. 21 

 22 

Supplementary Figure S2. Evaluation of ADCC in NB4 cells and the efficacy of CD47-23 

SIRPα blockade of interactions . 24 

Terminally differentiated NB4 WT cells (A.) and SIRPα knock out (SIRPαKO) cells (B. ) were 25 

incubated with SKBR3 scrambled (Scr) or CD47 knock down (CD47KD) cells and cytotoxicity 26 

was assessed after 4 hours. Anti-SIRPα antibody was added, where indicated. All data are from 27 

at least 4 independent experiments. C. Representative histograms shown SIRPγ expression in 28 

neutrophils, NB4 or Jurkat T cells and SIRPγ expression shown by mean fluorescent intensity 29 

(MFI). D. Trogocytosis of tumor cell membrane by NB4 kindlin3 knock out cells, shown by 30 
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MFI. Data represent at least 4 independent experiments. Bars indicate mean ± SEM while 31 

statistical significance was assessed with one way ANOVA test; *p≤0.05 and Dunnet correction 32 

(graph A.) or Sidak correction for multiple testing (graphs B. and C.). 33 

Supplementary Figure S3. Expression of differentiation markers and evaluation of 34 

adhesion and NADPH oxidase activity in kindlin3 deficient or mutant NB4 cells. 35 

The various NB4 cell lines were differentiated into neutrophil-like cells with all-trans retinoic 36 

acid (ATRA) for 7 days. Next, the expression of surface markers, including CD11b/CD18, 37 

FcR, and SIRP were monitored by flow cytometry (A. Mean fluorescent intensity (MFI); B. 38 

Representative histograms showing the expression of CD11b, Fcγ receptors I, IIa, IIIb or 39 

SIRPα). C. Activation of the NADPH oxidase and D. the CD11b-CD18-dependent adhesion to 40 

tissue culture plastic were determined. E. Trogocytosis of tumor cell membrane by NB4 41 

kindlin3- mutant cells, shown by MFI. All data are from at least 4 independent experiments. 42 

Bars indicate mean ± SEM while statistical significance was assessed with one way ANOVA 43 

test; ns= non- significant, *p≤0.05,with Dunnet correction for multiple testing for graph A. and 44 

Sidak correction for multiple testing for graphs C., D. and E . Note that the expression of the 45 

various markers and the differentiation of the NB4 cells (the used markers are also 46 

differentiation markers) are not altered (A, B).  47 

 48 

Supplementary Figure S4. ICAM ligand expression on tumor cells and involvement in 49 

ADCC. 50 

Histograms and bar graphs shown the Mean fluorescent intensity (MFI) for ICAM-1, ICAM-2 51 

or ICAM-3 on SKBR3 scrambled (Scr), CD47 knock down (CD47KD) or A431 Scrambled 52 

control cells. B. Neutrophil cytotoxicity measured after blockade of ICAM-1, 2, and 3 on tumor 53 

SKBR3 Scr cells, with SIRPα antagonist added, where indicated. Data for graph B. represent 3 54 

independent experiments and bars indicate mean ± SEM. Statistical significance was assessed 55 

with one way ANOVA and Sidak correction for multiple testing; ns= non- significant, *p≤0.05. 56 


