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Supplementary Material to Loroch et al. “Alterations of the platelet proteome in 

type I Glanzmann thrombasthenia caused by different homozygous delG 

frameshift mutations in ITGA2B” (Thromb Haemost 2017; 117.3) 

 

Suppl. Data 1. Suppl. Materials and methods. See separate file. 

Suppl. Data 2. Supplementary Data - peptides selected for targeted LC-MS. See separate file. 

 

Suppl. Figure 1. Stability of platelet-marker proteins for two patients with GT, three 

heterozygous family members and six healthy controls. Four of these controls were from 

independent projects and were prepared and measured over a time period of 4 years. Relative protein 

levels were calculated using the NSAF for the 675 top-ranked proteins identified in each measurement 

as indicated in the supplemental methods, as this allows a platform independent comparison between 

samples. Mean ± inter-individual standard deviation (SD). GT patients n=2; heterozygotes n=3; 

controls (unaffected sister P1, day control P2 and 4 additional independent controls). # below the limit 

of detection. 

 



  Quantitative proteomics of GT platelets 

 

2 

 

 

 



  Quantitative proteomics of GT platelets 

 

3 

 

 



  Quantitative proteomics of GT platelets 

 

4 

 

 



  Quantitative proteomics of GT platelets 

 

5 

 

 



  Quantitative proteomics of GT platelets 

 

6 

 

 

Suppl. Figure 2. Functional analysis of platelets from GT patient 1, heterozygotes, unaffected 

family member and healthy donors. (A) Flow cytometric analysis (FACS Canto II flow cytometer 

with FACS Diva software, Becton Dickinson Biosciences, Heidelberg, Germany) of fibrinogen binding 

to platelets in diluted platelet-rich plasma induced by increasing concentrations of ADP, convulxin and 

thrombin, respectively. Mean fluoresecence intensity is expressed as log arbitrary units (AU). P1, 

heterozygote father P1, heterozygote mother P1: n=4, two biological replicates; heterozygote sister 

P1, control sister P1: n=1, healthy donors: n=10. (B) Flow cytometric analysis of P-selectin (CD62P) 

surface expression on platelets in diluted platelet-rich plasma induced by increasing concentrations of 

convulxin and thrombin, respectively. Mean fluoresecence intensity is expressed as log arbitrary units 

(AU). P1, heterozygote father P1, heterozygote mother, heterozygote sister P1, control sister P1: n=1; 
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healthy donors: n=10. (C) Flow cytometric analysis of CD63 surface expression on platelets in diluted 

platelet-rich plasma induced by increasing concentrations of convulxin and thrombin, respectively. 

Mean fluoresecence intensity is expressed as log arbitrary units (AU). P1, heterozygote father P1, 

heterozygote mother, heterozygote sister P1, control sister P1: n=1; healthy donors: n=10. (D) 

Representative light transmission aggregometry according to Born (APACT 4S Plus, DiaSys, Flacht, 

Germany) in native platelet-rich plasma induced by ADP (10 µM], convulxin (25 µM) and ristocetin 

(1.25 mg/ml), respectively. P1: patient 1. (E) Platelet deposition on immobilized VWF in citrated whole 

blood under flow conditions. The flow chamber system BioFlux 1000Z (IUL, Königswinter, Germany) 

was used according to manufacturer’s recommendations. 12 U/ml of human VWF (Willfact®) was 

used for coating. Platelets in citrated whole blood were fluorescently labeled with calcein-AM and 

whole blood was perfused over VWF-coated channels for 10 minutes at a shear stress of 10 

dynes/cm
2
. Representative end-point images and quantification of platelet deposition as percentage 

platelet surface coverage using an inverted microscope (Zeiss Observer), CCD camera (QICam, 

QImaging, Surrey, BC, Canada) and BioFlux Montage software. n=5 randomly chosen segments of 

two different channels. **p<0.01 P1 vs. sister, father, mother. Scale bar: 50 µm. 
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Suppl. Figure 3. Functional analysis of platelets from GT patient 2 compared to day control. (A) 

Flow cytometric analysis (FACS Canto II flow cytometer with FACS Diva software, Becton Dickinson 

Biosciences, Heidelberg, Germany) of ADP, convulxin, thrombin-induced binding of exogenous 

fibrinogen to platelets in diluted platelet-rich plasma. Mean fluoresecence intensity is expressed as log 

arbitrary units (AU). (B) Flow cytometric analysis of convulxin- and thrombin-induced platelet P-

selectin-surface presentation. Mean fluoresecence intensity is expressed as log arbitrary units (AU). 

(C) Flow cytometric analysis of convulxin- and thrombin-induced platelet CD63-surface presentation. 

Mean fluoresecence intensity is expressed as log arbitrary units (AU). (D) Representative aggregation 

curves in native platelet-rich plasma induced by ADP (10 µM), convulxin (25 µM) and ristocetin (1.25 
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mg/ml). P2: patient 2. (E) Platelet deposition on immobilized VWF in citrated whole blood under flow 

conditions. The flow chamber system BioFlux 1000Z (IUL, Königswinter, Germany) was used 

according to manufacturer’s recommendations. 12 U/ml of human VWF (Willfact®) was used for 

coating. Platelets in citrated whole blood were fluorescently labeled with calcein-AM and whole blood 

was perfused over VWF-coated channels for 10 minutes at a shear stress of 10 dynes/cm
2
. 

Representative end-point images and quantification of platelet deposition expressed as percentage 

platelet surface coverage using an inverted microscope (Zeiss Observer), CCD camera (QICam, 

QImaging, Surrey, BC, Canada) and BioFlux Montage software. n=5 randomly chosen segments of 

two different channels. ***p<0.001 P2 vs. day control. Scale bar: 50 µm. 

 


