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Figure S1. MiRNA qPCR reactions amplify a single major PCR product. RNA from latently infected monocytes was reverse transcribed before qPCR reactions were performed using the miScript system (Qiagen). The products of the qPCR were then resolved in 2% agarose gel. M indicates marker Hyperladder 50bp (Bioline).
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Figure S2. ΔmiR-UL148D virus does not express miR-UL148. Monocytes were mock, WT or ΔmiR-UL148D virus infected at MOI 5 before mature miRNA levels were analysed by qPCR at 4 dpi. Error bar denotes standard deviation of technical replicates. 
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Figure S3. ΔmiR-UL148D virus does not have a growth defect. HFFF2 fibroblasts were infected with TB40 GFP WT (solid red line) or ΔmiR-UL148D (blue dashed line) at MOI 1 (a) and 0.01 (b). Cell-free infectious virus present in the supernatant were analysed by TCID50 on days post infection indicated. Data shown is representative of technical replicates. 
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Figure S4. HCMV clinical isolate Titan expresses viral miRNAs during latency. Monocytes were infected with Titan or equivalent UV-treated virus at MOI 5 before mature miRNA levels were analysed at 4 dpi. The expression over UV treated controls are shown, whilst error bars denote standard deviation between technical repeats.
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Figure S5. An average of 19.74% of monocytes infected with TB40 GFP WT or TB40 GFP ΔmiR-UL148D express GFP at 3 dpi. Monocytes were infected at MOI 5 before GFP expression was analysed by flow cytometry. Plots shown are representative of three independent experiments.
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miR-UL112-1 -3.16197 0.997488 2.071373

miR-UL148D -3.12627 0.993298 2.088672

miR-UL22A -3.16093 0.993129 2.071873

miR-UL22A* -3.37604 0.997312 1.977904

miR-UL36 -3.10335 0.994577 2.100063

miR-UL36* -3.398 0.99604 1.969204

miR-UL70-5p -2.84995 0.983137 2.243277

miR-US25-1 -3.27346 0.997518 2.02063

miR-US25*-1 -3.83641 0.998748 1.82247

miR-US25-2-3p -3.15675 0.994405 2.073869

miR-US25-2-5p -3.35205 0.999259 1.987582

miR-US33-3p -3.36551 0.995447 1.98213

miR-US33-5p -3.26013 0.998065 2.026453

miR-US4-1 -3.32421 0.993766 1.999047

miR-US5-1 -3.05262 0.995515 2.126116

miR-US5-2 -3.43074 0.997805 1.956512

miR-UL112-5p -3.53044 0.997154 1.919776

miR-US29-5p -3.35444 0.994662 1.986608

miR-UL59 -3.52714 0.996205 1.92095

miR-UL69 -5.08802 0.990397 1.572318

miR-16 -3.20072 0.99469 2.053194


Table S1. Amplification efficiencies of miRNA specific primers. cDNA from infected HFFF2 were five-fold serial diluted to generate a standard curve. QPCR was then performed in duplicate using primers against specific HCMV encoded miRNAs as listed. The slope, the correlation coefficient (R2), and the amplification efficiency of the miRNA primers were extrapolated from the standard curve.
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CD34+ cells Monocytes

Mock Latent Mock Latent

miR-UL112-1 39.446 37.361 27.033 27.211 36.672 36.667 31.840 32.004

miR-UL148D 37.636 38.008 24.301 24.500 39.364 37.208 27.135 27.153

miR-UL22A 37.094 37.431 22.390 22.513 37.600 37.214 23.568 23.588

miR-UL22A* 39.475 38.496 26.407 27.173 33.548 32.502 26.292 26.526

miR-UL36 33.913 33.025 26.431 26.449 37.586 36.752 27.691 27.906

miR-UL36* 33.563 33.680 29.627 29.811 30.263 29.601 29.152 29.313

miR-UL70-5p 34.899 33.918 25.949 26.089 35.499 34.7672 34.190 34.000

miR-US25-1 32.405 32.546 26.326 26.510 31.259 31.123 25.197 25.301

miR-US25*-1 35.504 34.502 30.635 30.586 27.950 27.741 28.646 28.503

miR-US25-2-3p 30.318 30.714 24.251 24.515 30.290 30.052 29.355 29.627

miR-US25-2-5p 36.418 34.236 27.000 27.041 31.037 30.062 25.989 26.211

miR-US33-3p 36.225 36.591 27.862 27.364 29.111 29.102 26.049 26.097

miR-US33-5p 25.807 25.823 25.890 26.028 34.774 35.262 30.149 30.052

miR-US4-1 36.602 35.894 30.535 30.560 35.402 35.219 34.513 34.328

miR-US5-1 37.266 37.540 28.559 28.967 29.488 29.308 28.936 29.079

miR-US5-2 37.855 38.653 30.282 29.761 39.435 39.132 28.671 28.995

miR-16-1 25.956 25.965 25.000 24.932 21.317 21.285 20.409 20.646


Table S2. CT values from miRNA qPCRs of latently infected CD34+ cells and monocytes. Samples were run in duplicate and results from a representative experiment are shown.
