Interferon o-induced SAMHD1 regulates human cultured megakaryocyte apoptosis and proplatelet formation
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Supplemental Table 1. Changes in mRNA levels in differentiating human CD61+ cultured
MKs on INFa stimulation.

log2
IFNa- fold change adjusted
EnsemblID geneName TREATED IFNa p-value p-value
baseMean baseMean

ENSG00000101347.9 SAMHD1 557.4 9633.0 4.11 6.74E-23  2.02E-18
ENSG00000136147.18 PHF11 243.9 1393.7 2.52 1.88E-22 2.82E-18
ENSG00000110057.8 UNC93B1 194.5 1310.9 2.75 1.19E-21  1.19E-17
ENSG00000172183.15 ISG20 177.7 3460.1 4.28 1.43E-15 1.07E-11
ENSG00000206190.11 ATP10A 24.6 520.3 4.41 1.85E-15 1.11E-11
ENSG00000142089.16 IFITM3 1237.0 7117.0 2.52 3.01E-15 1.51E-11
ENSG00000025708.14 TYMP 927.5 3560.7 1.94 1.21E-14 5.20E-11
ENSG00000185885.16 IFITMA1 569.3 8065.2 3.82 3.22E-12 1.21E-08
ENSG00000110446.11 SLC15A3 13.0 2154 4.05 7.15E-11  2.14E-07
ENSG00000138035.15 PNPT1 2179.2 7841.0 1.85 7.89E-11  2.15E-07
ENSG00000106785.15 TRIM14 148.3 1284.1 3.11 1.68E-10  4.20E-07
ENSG00000174808.12 BTC 33.6 221.8 2.72 2.95E-10 6.81E-07
ENSG00000130303.13 BST2 26.2 393.1 3.91 4.04E-10 8.65E-07
ENSG00000168394.11 TAP1 3302.4 12296.9 1.90 5.31E-10  9.95E-07
ENSG00000156587.16 UBE2L6 2131.2 11836.3 2.47 6.84E-10 1.21E-06
ENSG00000140511.11 HAPLN3 95.4 303.7 1.67 8.05E-10 1.31E-06
ENSG00000204642.14 HLA-F 803.2 2380.4 1.57 8.33E-10 1.31E-06
ENSG00000223960.6 PRKRA-AS1 172.1 608.8 1.82 1.46E-09 2.16E-06
ENSG00000240065.8 PSMB9 233.0 1127.3 2.27 1.52E-09 2.16E-06
ENSG00000178685.14 PARP10 1483.9 7248.1 2.29 4.87E-09 6.64E-06
ENSG00000135114.12 OASL 175.8 2279.7 3.70 1.42E-08 1.85E-05
ENSG00000125148.7 MT2A 96.3 758.6 2.98 1.55E-08 1.87E-05
ENSG00000116663.11 FBXO6 49.7 370.6 2.90 1.56E-08 1.87E-05
ENSG00000169248.12 CXCL11 528.5 2782.7 2.40 2.16E-08 2.43E-05
ENSG00000204267.14 TAP2 1314.2 5839.7 2.15 2.20E-08 2.43E-05
ENSG00000204264.10 PSMBS8 2282.2 6010.9 1.40 2.27E-08 2.43E-05
ENSG00000108771.13 DHX58 730.8 5133.4 2.81 4.98E-08 4.98E-05
ENSG00000068079.7 IFI35 469.3 4305.6 3.20 5.64E-08 5.45E-05
ENSG00000173821.19  AC124319.1 9315.4 45655.9 2.29 7.29E-08 6.83E-05
ENSG00000221963.6 APOLG 1240.5 9540.8 2.94 1.03E-07 9.38E-05
ENSG00000002549.12 LAP3 5182.0 17514.4 1.76 2.13E-07 1.88E-04
ENSG00000137200.13 CMTR1 1800.0 5606.7 1.64 2.30E-07 1.97E-04

ENSG00000196141.14 SPATS2L 2041 1161.9 2.51 2.61E-07 2.17E-04
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ENSG00000222489.1

ENSG00000078018.19

NOD2
TTC39A
RASGRF2
PIK3AP1
TGIF2-RABSIF
IF144L
SNORA79B
MAP2

135.8
74.2
166.9
3388.1
102.4
2318.0
266.9
2330.3

485.6
143.7
404.5
7823.8
230.5
20566.3
171.2
5761.3

1.84
0.95
1.28
1.21

1.17
3.15
-0.64
1.31

4.17E-02
4.23E-02
4.39E-02
4.60E-02
4.78E-02
4.80E-02
4.96E-02
4.96E-02

1.00E+00
1.00E+00
1.00E+00
1.00E+00
1.00E+00
1.00E+00
1.00E+00
1.00E+00

List of cultured human MK RNA transcripts differentially expressed in response to INFa.
FPKM>1000 was averaged from three independent, day 13 cord blood-derived CD61+ MKs.
Log2 fold change of INFa treated MKs compared to control (PBS treated) were calculated, and
presented by intensity of red color for up-regulated genes or by green color for down-regulated
genes. The single noncoding RNA (MIR155) is highlighted. Table is ranked based on statistical
significance p-value from highest to lowest.
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Supplemental Figure 1. Validation of RNA-Seq of IFNa treatment in human cultured MKs.
The validation of RNA-Seq analysis (Table 1) was performed by real time PCR using (A) technical
and (B) biological replicates (CD61 purified day 13 MKs treated with 1000 U/ml IFNa or PBS,
three independent cords). Most differentially expressed genes by FDR < 0.05 on IFNa stimulation
from RNA-seq experiment is validated here. Log2 fold change was plotted for IFNa stimulated
CD61+ MKs, normalized to PBS control. Actin was used as a housekeeping gene. Statistical
significance was determined by one sample t-test. Error bars represent mean + standard error of
mean.
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Supplemental Figure 2. IFNa-induced SAMHD1 is dispensable for human MK maturation
and ploidy. CRISPR/Cas9 knock-down of SAMHD1 (denoted as ‘SAMHD1 cr’) in CD34+ derived
culture was performed at day 3. On day 9, cells are treated with 1000 U/ml IFNa or PBS. Results
were compared with negative control CRISPR (denoted as ‘neg cr’). (A) Day 13 cultured MKs
were assayed for MK maturation by staining the cells with APC labeled anti-CD41a and PE
labeled anti-CD42a antibodies at 37°C for 10 minutes. CD41a+CD42a+ MKs were analyzed by
flow cytometry. Representative flow tracing is shown. (B) The percentage of CD41a+CD42a+
MKs by flow cytometry using neg cr vs. SAMHD1 cr treated with IFNa or PBS (n=3). (C) Neg cr
vs. SAMHD1 cr MKs treated with IFNa or PBS were stained with APC labeled anti-CD41a
antibody and propidium iodide, and ploidy was assessed by flow cytometry (n=3). No statistically
significant difference was observed for B-C. Error bars represent mean + standard error of mean.



