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Supplementary Material to Clancy et al. “The role of RNA uptake in platelet 

heterogeneity” (https://doi.org/10.1160/TH16-11-0873) 

 
 
 
Suppl. Materials and Methods 
 
Cell cultures 
Human umbilical vein endothelial cells (HUVECs; #CC-2519, Lonza, Walkersville, MD, 
USA), were cultured in endothelial growth medium (#CC-3124, Lonza) and used 
between second and eighth passages. THP-1 cells (#TIB-202, ATCC, Manassas, VA, 
USA) were grown in suspension in RPMI 1640 supplemented with L-glutamine, 10% 
heat-inactivated fetal bovine serum, and 1% antibiotic/antimycotic (#11875-093, Life 
Technologies, Grand Island, NY, USA).  
 
Animals 
C57BL/6J (wild type -WT) and B6.129-Tlr2tm1Kir/J (TLR2−/−) mice were purchased from 
The Jackson Laboratory (#000664; #004650, Bar Harbor, ME, USA) and housed in the 
animal facility at the University of Massachusetts Medical School (UMMS). All methods 
for mouse work were approved by UMMS Institutional Animal Care and Use Committee.   
 
Platelet isolation 
Human platelets were isolated from freshly drawn venous blood collected in ACD 
SolutionA tubes (#364606, BD, Franklin Lakes, NJ, USA) from healthy donors taking no 
medication. All work was approved by the Institutional Review Board of UMMS and all 
participants gave informed consent. Blood samples were centrifuged at 150g for 15 
minutes with no brake. Upper layer (platelet rich plasma) was isolated and diluted 1:1 
times the volume with platelet wash buffer (10 mmol/L sodium citrate, 150 mmol/L 
sodium chloride, 1mmol/L EDTA, and 1% dextrose, pH 7.4) with prostaglandin E1 
(PGE1- 1:10,000, #538903-1MG, EMD Millipore, Billerica, MA, USA). Samples were 
centrifuged at 750g for 15 minutes on low brake. The resulting pellet contains platelets. 
Washed platelets were resuspended in HEPES buffer (140 mmol/L NaCl, 6.1 mmol/L 
KCl, 2.4 mmol/L MgSO4.7H20, 1.7 mmol/L Na2HPO4, 5.8 mmol/L sodium HEPES, 
supplemented with 0.35% BSA and 0.1% dextrose) when noted. Mouse platelets were 
similarly processed from whole blood collected from cardiac puncture into tubes 
containing citrate-phosphate-dextrose solution (15.6 mmol/L citric acid anhydrous, 89.4 
mmol/L sodium citrate, 18.5 mmol/L sodium phosphate, and 2.56% dextrose, pH 7.35). 
Samples were centrifuged at 250g for 10 minutes with no brake. Samples were checked 
for platelet count and purification using Coulter ® AC.T Series Analyzer (BD). If 
additional wash was required, platelets were diluted 2.33x with  platelet wash buffer (10 
mmol/L sodium citrate, 150 mmol/L sodium chloride, 1mmol/L EDTA, and 1% dextrose, 
pH 7.4) with PGE1 (1:10,000). Samples were centrifuged at 250g for 15 minutes with no 
brake. The resulting supernatant was removed and centrifuged at 3500g for 10 minutes 
with a low brake to concentrate platelets in pellet.  
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Platelet Population Sorting 
Initial Sorting for Sequencing Run: Whole blood was obtained from 2 healthy, male 
donors (one under the age of 35, one over the age of 35) and platelets were individually 
sorted directly from whole blood into two populations: larger, RNA rich (“large/young 
platelet population”) and smaller, RNA poor (“small/old platelet population”) using initial 
red blood cell lysis, followed by staining and positive selection, negative selection and 
size and complexity gating using FACSAria with FACSDiva v6.1.3 software (BD 
Biosciences). Whole blood from fresh donors was obtained and red blood cells were 
lysed using RBC lysis solution (#11814389001, Roche, Basel, Switzerland). Using both 
negative (Vybrant DyeCycle Violet Stain for DNA –#V35003, Life Technologies, Grand 
Island, NY, USA; CD62P activated platelet population –#555524, BD Biosciences) and 
positive (CD61, platelet marker –#130-098-578, Miltenyi Biotec, San Diego, CA, USA) 
selection, the resting platelet population was identified. This resting platelet population 
was further analyzed based on size staining (Calcein AM –#C3100-MP, Life 
Technologies,) and complexity (side scatter). Corresponding IC controls were used for 
all antibodies. The smallest 10% (“small/old platelet population”) and the largest 10% 
(“large/young platelet population”) of the resting population were collected and used for 
population specific RNA isolation. Experiment 1 yielded 17.4 x 106 small platelets and 
16.4 x 106 large platelets. Experiment 2 yielded 18.8 x 106 small platelets and 17.1 x 106 
large platelets. Sorting for follow up qPCR: Whole blood was obtained from two healthy 
males (one <35 years old, one >35 years old) and two healthy females (one <35 years 
old, one >35 years old) and sorted as described above. The 10% smallest and 10% 
largest platelets were sorted and isolated for further analysis. The yield of each of these 
additional sorts was: 3.5 x 106, 3.0 x 106, 2.6 x 106 and 1.7 x 106 small platelets and 3.1 
x 106, 2.8 x 106, 2.0 x 106 and 1.5 x 106 large platelets. All sorting was performed in 
conjunction with the UMMS Flow Cytometry Core. 
 
RNA Isolation 
Total RNA was isolated from cells and platelets using the miRNeasy Mini kit with on 
column DNase1 digest (#217004, Qiagen, Germantown, MD, USA) according to the 
manufacturer's directions unless noted in methods. 
 
Sequencing 
Total RNA was extracted from platelet sorting samples as described in “RNA Isolation.” 
After RNA isolation, large platelet RNA and small platelet RNA from individual sortings 
was combined together to create one large platelet RNA sample (8.4 ng) and one small 
platelet RNA sample (5.6 ng). Both samples were submitted to Otogenetics Corporation 
(Norcross, GA, USA) for RNA-Seq assays. Briefly, the integrity and purity of total RNA 
were assessed using Agilent Bioanalyzer (RNA Integrity Numbers – RIN – calculated to 
be 6.4 for the large platelet sample and 6.0 for the small platelet sample) and 
OD260/280 and 1-2 µg of cDNA was generated using Clontech SMARTer PCR cDNA 
kit (Cat# 634925, Clontech Laboratories, Inc., Mountain View, CA). cDNA was 
fragmented using Covaris (Covaris, Inc., Woburn, MA), profiled using Agilent 
Bioanalyzer, and subjected to Illumina library preparation using NEBNext reagents 
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(Cat# E6040, New England Biolabs, Ipswich, MA). The quality, quantity and the size 
distribution of the Illumina libraries were determined using an Agilent Bioanalyzer 2100. 
The libraries were then submitted for Illumina HiSeq2000 sequencing according to the 
standard operation. Paired-end 90 or 100 nucleotide (nt) reads were generated and 
checked for data quality using FASTQC (Babraham Institute, Cambridge, UK). The 
small platelet library generated 13.6 million reads while the large platelet library 
generated 19.1 million reads. The data were then subjected to data analysis using the 
platform provided by DNAnexus (DNAnexus, Inc, Mountain View, CA) or the platform 
provided by Center for Biotechnology and Computational Biology (University of 
Maryland, College Park, MD) as previously described (Nature Protocols 7:562-578, 
2012). Sequencing data analysis was performed using Tophat (v2.0.5) against 
reference assembly USCS hg19 (downloaded from Illumina iGenome) (transcript 
mapping) and Culllinks.cuffdiff (v.2.0.2) defined by the annotation file genes.gtf (from 
Illumina iGenome) (expression level calculation). For sequencing data, see Table S1. 
 
DAVID Analysis 
The Database for Annotation, Visualization and Integrated Discovery (DAVID) v6.7 was 
used to analyze the functional relevance of young versus old platelet sequencing data. 
Differential gene expression files were obtained from Otogenetics (see “Sequencing”) 
and genes were selected for analysis first based on Cuffdiff output (NOTEST, HIDATA, 
LOWDATA and FAIL results were excluded) and then based on expression changes 
between samples. Specifically, genes were determined to be young or old platelet 
specific if they were expressed at < 0.1 FPKM in 1 population and > 1 FPKM in the 
other population. This cutoff was based on a 0.3 FPKM expression threshold used in a 
previous platelet RNA sequencing study(1). 
 
In Vivo TLR2 (Pam3CSK4) stimulation experiment 
C57BL/6J (WT) mice were injected intraperitoneally with either sterile saline or 
Pam3CSK4 (4 mg/kg; #tlrl-pms, Invivogen, San Diego, CA, USA). After 3 hour 
incubation time, blood was harvested via cardiac puncture into citrate-phosphate-
dextrose solution. Platelets were isolated from whole blood by centrifugation as 
described in “Platelet Isolation”. Isolated platelets were processed for RNA isolation, 
cDNA preparation, and RT-qPCR by high throughput gene expression analysis as 
described. 
 
In vivo platelet RNA transfer 
Peripheral blood mononuclear cells (PBMCs) from WT and TLR2−/− mice were isolated 
using LymphoPrep (#AXS-1114544, Stem Cell Technologies, Vancouver, BC, Canada) 
and SepMate (#15415, Stem Cell Technologies) protocols. In brief, whole blood was 
collected as described above. Samples were diluted 1:1 in 1x PBS with 2% FBS and 
layered on top of LymphoPrep media in SepMate conicals. Samples were centrifuged at 
1200g for 10 minutes with brake. The top layer of plasma above the interphase was 
removed and the remaining interphase portion above the SepMate barrier was poured 
into a separate conical. Interphase samples were diluted by 1:1 in 1x PBS, 2% fetal 
bovine serum (FBS) and centrifuged at 150g for 10 minutes, with no brake. The 
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resultant pellet was additionally washed in 1x PBS/2% FBS and recentrifuged at 150g 
for 10 minutes. The resulting pellet contains PBMCs.  Approximately 2 × 106 PBMCs 
were resuspended in sterile saline solution and injected into each TLR2−/− mice via tail-
vein injection (total volume, 200 μL). After 1 hour, TLR2−/− mice were intraperitoneally 
injected with 5 μg/g lipopolysaccharide (LPS; #tlrl-3pelps, InvivoGen) or saline. Blood 
samples were collected via cardiac puncture as above 3 hours after LPS injection. 
Platelets were isolated as previously described in “Platelet isolation” and processed for 
RNA isolation, cDNA preparation, and RT- qPCR as described. Taqman gene 
expression assay for TLR2 detection: Mm00442346_m1. 
 
Isolation of platelet fraction post in vivo control experiment 
Control experiment was run to check the purity of platelet fractions isolated from whole 
blood post in vivo experimentation. C57BL/6J (WT) mice were intraperitoneally injected 
with 5 μg/g lipopolysaccharide (LPS; #tlrl-3pelps, InvivoGen) or saline. Blood samples 
were collected via cardiac puncture 3 hours after LPS injection, as in “In vivo platelet 
RNA transfer”. Platelets were isolated as previously described in “Platelet isolation” and 
checked by flow cytometry for size (FSC), complexity (SSC) and CD41 expression 
(CD41–#17-0411, ThermoFisher Scientific (Affymetrix/eBioscience), Waltham, MA, 
USA). 
 
In Vitro Simulated Clot Experiments 
In vitro simulated clot experiments were conducted in 6 well culture plates at 37C, 5% 
CO2. For all experiments, HUVECs were plated at 5000 cells/cm2 and cultured as 
described until >85% confluent. Platelets were isolated as described in “Platelet 
Isolation”. Cells were washed one time with 1x phosphate buffered saline (PBS)( 
#10010-049, Life Technologies) and put in low phenol red endothelial cell medium 
(#CC-3129, Lonza, Walkersville, MD, USA). Cells were pretreated with or without 
thrombin stimulation (1 hr, 0.1U/mL; #HT-1002a, Enzyme Research Laboratories, South 
Bend, IN, USA), washed and co-incubated for 2 hours with resting platelets or thrombin-
stimulated (0.1 U/mL) platelets. After co-incubation, platelets were removed from wells, 
pelleted and resuspended in Qiazol for RNA isolation. HUVECs were washed 2x in PBS 
and then resuspended in Qiazol for RNA isolation. Transcription shutdown in vitro 
simulated clot experiments followed the same protocol as above with additional α-
amanitin pretreatment of HUVECs before thrombin stimulation. Cells were pre-treated 
with either α-amanitin (4 hours, 10 ug/mL; #129741-1MG, EMD Millipore), thrombin (1 
hr, 0.1U/mL), both (4 hour alpha-amanitin treatment with thrombin bolus after 3 hours) 
or neither. Transcription shutdown in HUVECs treated with α-amanitin was confirmed 
with Click-iT® RNA AlexaFluor 488 Imaging Kit (#C10329, Life Technologies).  Brefeldin 
A inhibition simulated clot experiments followed same protocol as above with two 
exceptions: co-incubation time was 10 minutes and HUVECs were pretreated with 
brefeldin A (10 ug/mL, #00-4506-51, eBioscience, San Diego, CA) or methanol control. 
Pretreatment was 2 hours long with thrombus stimulation 1 hour post inhibitor addition. 
Conditioned media experiments followed a similar protocol to above. HUVECs were 
plated at 5000 cells/cm2 and cultured as described until >85% confluent. Platelets were 
isolated as described in “Platelet isolation”. Cells were washed one time with 1x PBS 
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and put in low phenol red endothelial cell medium. Cells were pretreated with or without 
thrombin stimulation (1 hr, 0.1U/mL), after which conditioned media was moved to a 
new 6-well plate. Conditioned media was combined with either additional media or with 
resting platelets or thrombin-stimulated (0.1 U/mL) platelets and incubated for 2 hours at 
37C, 5% CO2. After co-incubation, media and platelets were removed from wells, 
pelleted and resuspended in Qiazol for RNA isolation. HUVECs were washed 2x in PBS 
and then resuspended in Qiazol for RNA isolation. Control experiments to check cellular 
contamination in isolated platelet fractions followed the same protocol as initial clot 
experiments listed above, followed by flow cytometric analysis of platelets for size 
(FSC), complexity (SSC) and CD42b expression (CD42b – #11-0429, ThermoFisher 
Scientific (Affymetrix/eBioscience), Waltham, MA, USA). 
 
Click-iT® Simulated Clot Experiments 
Click-iT® RNA Capture kit (#C10365, Life Technologies) was used to label cellular-RNA 
prior to incubation. Cells were first treated with 5’-ethynyl uridine (5’-EU) at 0.2 mmol/L 
overnight then stimulated with either thrombin (HUVEC, 0.1U/mL) or Pam3CSK4 
(THP1, 10 ug/mL) for 1 hour, resulting in all nascent cellular RNA incorporating this 
unique nucleotide. Cells were washed twice with PBS and incubated with platelet rich 
plasma (PRP) as described in “In Vitro Simulated Clot Experiments. Post incubation, 
platelet fraction was separated from cellular fraction (HUVEC experiments - removed 
platelets manually, THP1 - separated through centrifugation at 750g for 15 minutes with 
low brake). Once platelet fraction was obtained, performed RNA Capture was 
performed according to manufacturer’s method to isolate cellular-derived RNA. RNA 
was converted to cDNA as described in “cDNA Reaction”. Gene expression was 
assessed using the TaqMan Gene Expression Platform as described in “RT-qPCR” and 
“High-Throughput RT-qPCR”.  
 
cDNA Reaction 
RNA was converted to cDNA with the High-Capacity cDNA Reverse Transcription kit 
(#4368813, Life Technologies). cDNA was preamplified prior to real time (RT)-qPCR 
reaction using TaqMan PreAmp Master Mix (#4391128, Life Technologies) and TaqMan 
Gene Expression assays (#4331182, #4351372, Life Technologies) according to the 
manufacturer’s protocol. 
 
RT-qPCR 
Gene expression was assessed using TaqMan Gene Expression assays with Real Time 
PCR instrument (Applied Biosystems 7900 HT Fast Real-Time PCR System with SDS 
Version 2.2.2 software; Life Technologies) or via High-Throughput RT-qPCR (see 
“High-Throughput RT-qPCR”). RT-qPCR results were calculated using the ΔΔCt 
method. Platelet RT-qPCR array results were normalized using housekeeping genes 
glyceraldehyde 3-phosphate dehydrogenase (GAPDH), glucose-6-phosphate 
isomerase (GPI) and/or vesicle associated membrane protein 3 (VAMP3) as noted in 
individual results. HUVEC RT-qPCR array results were normalized using CD63 and 
CD81. These genes were selected for normalization using the geNorm analysis module 
of qbase+ software version 2.6 (www.qbaseplus.com, Biogazelle, Zwijnaarde, Belgium). 
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The software is based on the qBase quantification model(2) and contains the geNorm 
module for identification of stably expressed reference genes(3). In vivo mouse 
experiment RT-qPCRs were normalized to beta-actin (β-actin) or GAPDH as noted with 
results. 
 
High-Throughput RT-qPCR 
TaqMan gene expression assays and TaqMan Gene Expression Master Mix 
(#4369542, Life Technologies) were used to run Dynamic Array 96.96 chips (Fluidigm, 
South San Francisco, CA) on BioMark System (Fluidigm) for high-throughput gene 
expression analysis. Differential expression analysis and statistical analysis performed 
using the RT2 Profiler PCR Array Data Analysis tool version 3.5 
(http://pcrdataanalysis.sabiosciences.com/pcr/arrayanalysis.php, Qiagen).  
Normalization performed using housekeeping genes as described in “RT-qPCR” in the 
Online Methods. 
 
Fluorescent RNA transfer in flow adhesion model 
HUVEC RNA was stained using SYTO® RNASelectTM fluorescent green stain 
(#S32703, Life Technologies) at 1:125 dilution for 1 hour in serum free media. After 
incubation, stain was removed and cells were washed twice with 1x PBS. Cells were 
then used in the flow adhesion model (4). Human platelets, isolated from whole blood, 
as described, were run over cells for noted time at 3 mL/min in 1x PBS, pH 7.4. After 
the run was complete, platelets were recovered from buffer, concentrated, fixed in IC 
fixative buffer (#00-8222-49, eBioscience, San Diego, CA, USA) and mounted on slides 
using ProLong Gold (#P36930, Life Technologies). HUVECs were washed once with 
PBS, pH 7.4, fixed with cold methanol and mounted on slides using ProLong Gold. For 
indirect transfer experiment, PBS pH 7.4 alone was flowed over HUVECs under 
designated sample conditions. Buffer was then recovered and incubated with platelets 
with or without stimulation for a specified time. Platelets were then recovered and 
analyzed as described. 
 
Whole Blood Counts 
Blood collected from each mouse was analyzed for white blood cell (WBC) and platelet 
content using a Coulter ® AC.T Series Analyzer (BD).  
 
Confocal microscopy 
Fluorescent imaging samples were analyzed by confocal microscopy. Imaging was 
performed on TCS SP5II confocal microscope and captured using Leica Confocal 
Version 2.5 software (Leica Microsystems; Buffalo Grove, IL, USA). Image 
quantification was performed by selecting individual cells across the field (n=20) per 
sample and using Image J (1.48V) software to measure mean fluorescence.  
 
Flow cytometry 
Flow cytometry was performed on a BD LSRII using BD FACSDiva v6.2 software (BD) 
and analyzed using FlowJo Version X.  
 

http://pcrdataanalysis.sabiosciences.com/pcr/arrayanalysis.php
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Fragment analysis 
Fragment analysis and RNA integrity number (RIN) calculation of sequencing samples 
performed by Otogenetics as described in “Sequencing”. Fragment analysis and RNA 
quality number (RQN) calculation of additional sorting samples used for RT-qPCR 
analysis performed via the UMMS DNA Fragment Analysis Service using an Advanced 
Analytical instrument with a Total RNA assay, running PROSize 2.0 analysis software. 
 
Data analysis 
All values are expressed as the mean (SD) of at least 3 different experiments. RT-qPCR 
fold changes were calculated using ΔΔCt method. Statistical analyses were performed 
using Prism software (GraphPad Prism v6; La Jolla, CA, USA). Individual statistical 
analysis tests noted in figure legends. Statistical analyses of samples examined with 
RT2 Profiler PCR Array Data Analysis tool version 3.5 analyzed by student’s t-test of the 
replicate 2^ (-ΔΔCt) with p<0.05. 
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Suppl. Figure 1: Confirmation of platelet isolation during in vivo stimulation 
experiments. Flow cytometric analysis of isolated platelet population post in vivo 
stimulation. Mice were treated and samples isolated as performed in TLR2-/- 
experiments. Samples were then stained for CD41 and analyzed by flow cytometry for 
changes in complexity (SSC), size (FSC) and CD41 expression. A) Percentage of total 
events within designated platelet gate. B) Percentage of events within designated gate 
which were CD41 positive. C) Geometric mean of fluorescence corresponding to CD41 
expression of events within designated gate. All results were analyzed using unpaired t-
test (p<0.05). Error bars represent mean (SD) of n=5 for each group. 
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Suppl. Figure 2: Contribution of microvesicles to isolated platelet fraction during 
in vitro simulated clot experiments. Flow cytometric analysis of isolated platelet 
fraction post co-incubation in vitro with HUVEC. Co-incubation experiments were 
conducted as described. Post co-incubation, platelet fractions from conditioned media 
alone and co-incubation wells were analyzed for total number of events and total 
number of CD42b+ events. A) Percentage of total events which were CD42b+. 
Comparison was only performed using unstimulated samples due to known shedding of 
CD42b+ by platelets in response to stimulation (5). Results analyzed using unpaired two 
tailed t-test (p<0.05). Error bars represent mean (SD) of n=3.B) Fold change of event 
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concentration as compared to unstimulated platelet co-incubation sample. Total events, 
total run time and constant flow rate of flow cytometer was used to calculate events/mL 
for each sample. Fold change was then calculated using unstimulated platelet co-
incubation sample as control (set to 1). Results analyzed using ordinary one-way 
ANOVA with Tukey’s multiple comparison test post analysis (*P<0.05, ***P<0.001, 
****P<0.0001).  
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Suppl. Figure 3: Gene expression levels of cell-derived RNA in platelets post 
incubation with cells. Endothelial cell (EC) or monocyte cell RNA was labeled with 5’-
ethynyl uridine (EU) and, post incubation with platelets, the platelet fraction was isolated 
and cell specific RNA captured using the Click-iT® RNA capture method. 96 transcripts 
were investigated by high throughput RT-qPCR. Results given as raw Cq values. 
Results show transcripts with P <0.0001(****) for unpaired t-test using Sidak-Bonferroni 
method (α = 0.05) comparing stimulated platelets alone to stimulated platelets after 
incubation with cells A) Endothelial cell, B) Monocyte cell. Toll-like receptor 9 (TLR9) in 
A) and vesicle associated membrane protein 5 (VAMP5) in B) representative examples 
of non-significant genes (ǂ). Error bars represent mean (SD) of n=4 experiments. 
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Suppl. Figure 4: Platelet RNA uptake from endothelial cells under static 
conditions via flow cytometry. A) Unstimulated or stimulated human platelets post 
static incubation with RNASelect-treated endothelial cells analyzed by flow cytometry 
(n=3). Legend denotes experimental conditions for each sample, error bars represent 
mean (SD). B) Representative flow cytometry images of each sample setup. Y axis: 
SSC (complexity); X axis: RNASelect (FITC) expression (denotes HUVEC-derived RNA 
within platelets). Panels in order of legend in A) from left to right.  
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Suppl. Figure 5: The effect of platelet co-incubation with endothelial cells on the 
platelet apoptotic profile. RT-qPCR results (expressed as 2−ΔΔCt) for BIM and BAX 
expression in platelets after incubation with unstimulated or stimulated endothelial cells.  
RT-qPCR results were normalized to GAPDH and controlled against average individual 
platelet background expression (column 1). Error bars represent n=4 experimental 
replicates using the same individual’s platelets, mean ± SD. An additional 5 biological 
replicates support this finding. P-values calculated using two-way ANOVA with Tukey’s 
multiple comparison test post analysis (*P<0.05, **P<0.01,  ***P<0.001, ****P<0.0001). 
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Suppl. Table 1: Excel file containing Cuffdiff expression analysis results of sequencing 
data for large (Ot7226) versus small (Ot7227) platelets. See separate online file 
TH117.5_Clancy_Suppl_Table1. 
 
 
Suppl. Table 2: DAVID Gene Ontology (GO) functional analysis of small and large 
platelet RNA profiles. Listing of associated GO terms and Benjaminin corrected p-
values for small and large platelet RNA profiles. PDF containing in-depth analysis of 
biological process (BP) results of DAVID analysis of small and large platelet RNA 
profiles. Italics denote common processes associated with both populations’ RNA. See 
separate online file TH117.5_Clancy_Suppl_Table2. 
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Suppl. Table 3: Differential gene expression in platelets after in vitro simulated 
clot experiments. RT-qPCR results for genes that show upregulation in platelets after 
incubation with unstimulated or stimulated endothelial cells (ECs) under normal 
conditions (A) or with pretreatment transcription shutdown in ECs through α-amanitin 
treatment (B). RT-qPCR results were normalized to three housekeeping genes 
(GAPDH, GPI and VAMP3) with platelet alone samples set as experimental controls. 
Gray color coding denotes magnitude of fold regulation across samples for a given 
gene. Cells and genes in red text signify P < 0.05 (based on a Student’s t-test of the 
replicate 2(- ΔΔCt) values for each gene in the control group and treatment groups) for 
given value. Legend below table describes sample setup conditions. A) Results 
represent n=6 experiments. B) Results represent n=3 experiments. 
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Suppl. Table 4: Gene expression levels of cell-derived RNA in platelets and cells 
post incubation. Corresponding data to Suppl. Figure 2. Given as raw Cq values ± SD. 
A) Endothelial cell experiment results. B) Monocyte cell experiment results. P value 
calculated using unpaired individual t-test with Sidak-Bonferroni method (α=0.05).  
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Suppl. Table 5: Differential gene expression in HUVECs. RT-qPCR results for genes 
of interest in HUVECs after platelet incubation under normal in vitro simulated clot 
conditions (A) or with pretreatment transcription shutdown in HUVECs (B). RT-qPCR 
normalized to two genes, CD63 and CD81, with HUVEC alone samples as experimental 
controls. Additional table legend below table denotes sample setup conditions. A) 
Results represent n=6 experiments. B) Results represent n=3 experiments. C) RNA 
sequencing of genes of interest from HUVEC RNA profile previously published (6). 
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