Supplementary materials
1. Supplementary material 1 (Materials and methods)

1.1. Molecular detection of HPgV, TTV, HBV and HCV

(i) Extraction of DNA for HBV and TTV from serum: DNA for HBV and TTV was extracted from serum samples by Proteinase K extraction method using manufacturer’s protocol (DNA Sure Blood Mini Kit, Nucleopore, Genetix Biotech Asia Pvt. Ltd.). Briefly, 200 µl of serum was mixed with the same volume of Proteinase K and lysis buffer after 10 minutes incubation period at room temperature, the mixture was centrifuged, washed twice with wash buffer and finally eluted in 100 µl of elution buffer provided with the kit. Quality of the genomic DNA was checked by 1% agarose gel electrophoresis run on 0.5X Tris-acetate EDTA (TAE) buffer. The bands were visualized in UV-transilluminator.
(ii) Extraction of RNA for HPgV and HCV from serum: Viral RNA for HCV and HPgV was extracted from serum sample using the QIAmp Viral RNA Kit (Qiagen, Hildon, Germany) according to the manufacturer’s protocol. Briefly, 140 µl of serum was mixed with viral lysis buffer (200 mM NaOH, 1% SDS) and was further treated with proteinase K and carrier RNA (provided with the kit). After 10 minutes of incubation at room temperature the RNA was precipitated with ethanol, washed twice with washing buffer and finally eluted in 60 µl of elution buffer (1.25M NaCl, 50 mM Tris-HCl) provided with the kit. The quality of RNA was checked by the same procedure mentioned above for HBV and TTV.
(iii) PCR Amplifications: The extracted DNA was amplified by PCR for pre-core/core and partial pol genes of HBV (amplicon size 1078 bp) and conserved 5’ end region of TTV (amplicon size 199 bp). The extracted RNA was amplified by nested RT-PCR for conserved 5’ UTR gene of HCV (amplicon size 250 bp) and 5’ NTR gene of HPgV (amplicon size 204 bp). The outer PCRs (RT-PCR) for HPgV and HCV were carried out using GeneAmp Gold RNA PCR Core Kit while all the DNA PCRs of TTV, HBV and inner PCRs of HCV and HPgV were carried out using Go Taq Green Master Mix (Promega, Madison, USA) kit according to manufacturer’s instructions. Concentration of primers used in all the rounds of PCR was 10 pmol. The polymerase chain reaction was performed in GeneAmp PCR system 9700 (Applied Biosystems) in 200 µl Micro-Amp reaction tubes. The amplified product was analyzed on 2% agarose gel under UV light after staining with ethidium bromide (PCR- EB). In every PCR run two positive and two negative samples were included and run in duplicate until congruent results, only were accepted. The primer sequences for HBV was F-GGAGTTGGGGGAGGAGATTA, R-AGGCGCTACGTGTTGTTTCT and for TTV F-GCTACGTCACTAACCACGTG, R-CTBCGGTGTGTAAACTCACC respectively. For HCV outer primer sequence as F-CTGTGAGGAACTACTGTCTT, R-ATACTCGAGGTGCACGGTCTACGAGACCT; inner PCR sequences as F-TTCACGCAGAAAGCGTCTAG, R-ACTCTCGAGCACCCTATCAGGCAGT respectively. The HPgV outer PCR sequence as F-AAGCCCCAGAAACCGACGCC, R- TGAAGGGCGACGTGGACCGT and inner sequences as F-CGGCCAAAAGGTGGTGGATG, R-GTAACGGGCTCGGTTTAACG respectively. 

PCR cycling conditions were as follows. Briefly, for HBV initial denaturation was carried out at 95 °C for 5 min. followed by amplification comprising of 37 cycles of alternate 94 °C for 1 min; 55 °C for 1 min; 72 °C for 2 min. and final extension at 72 °C for 10 min. For TTV, initial denaturation at 95 °C for 5 min. followed by amplification comprising of 55 cycles of alternate 94 °C for 15 sec; 60 °C for 15 sec; 72 °C for 20 sec. and final extension at 72 °C for 7 min. Outer PCR for HCV, cDNA synthesis at 45 °C for 45 min and initial denaturation at 95 °C for 10 min. followed by amplification comprising of 35 cycles of alternate 95 °C for 30 sec; 48 °C for 30 sec; 72 °C for 30 sec; and a final extension at 72 °C for 7 min., whereas for inner PCR initial denaturation at 95 °C for 5 min followed by amplification comprising of 35 cycles of alternate 94 °C for 30 sec; 50 °C for 30 sec; 72 °C for 30 sec; and a final extension of 72 °C for 7 min. For HPgV, cDNA synthesis was carried out at 45 °C for 45 min. initial denaturation at 95 °C for 10 min followed by amplification comprising of 35 cycles of alternate 95 °C for 30 sec; 65 °C for 30 sec; 72 °C for 30 sec. and final extension at 72 °C for 7 min. For Inner PCR initial denaturation was carried out at 95 °C for 5 min. followed by amplification consisting of 30 cycles of 60 °C for 15 sec; 56 °C for 20 sec; 72 °C for 25 sec. and final extension at 72 °C for 7 min.

2. Supplementary material 2 (Materials and methods)
Protocol for quantitation of NF-kB p65 level in nuclei of LPS stimulated PBMCs
The protocol involved four steps: (i) Isolation of PBMCs (ii) Treatment of PBMCs with mitogen LPS to induce translocation of NF-kB p65 from cytoplasm into the nucleus (iii) Extraction of nuclear proteins from LPS stimulated PBMCs and (iv) Estimation of NF-kB p65 in nuclear protein extracts of LPS stimulated PBMCs.

(i) Isolation of PBMCs: Mononuclear cells were isolated from blood collected in EDTA by layering on Ficoll hypaque (specific gravity 1.077) followed by density gradient centrifugation at 400g for 30 minutes at 22 °C. Interphase cells were recovered, washed 3 times in Hanks balanced salt solution (HBSS) and suspended in Iscove’s modified Dulbecco’s medium (IMDM, Sigma Chemicals, USA) with 25% heat inactivated human serum supplemented with Gentamycin Sulfate (40 µg/ml) and Amphotericin B (0.25 µg/ml). The endotoxin content of the medium, as tested by Limulus lysate assay, was negligible (< 0.1 ng/ml). The PBMC suspension was found to contain > 95% of viable cells by trypan blue exclusion method and > 97% pure PBMCs by flow cytometric analysis using monoclonal anti-CD3, anti-CD19 and anti-CD14 antibodies. The PBMC suspension was adjusted to 1 × 106 cells/ml.

(ii) Treatment of PBMCs with LPS: Approximately 1 × 107 cells in 1 ml tube was subjected to treatment with LPS (derived from Escherichia coli, serotype 0111:B4, Sigma chemicals, USA), 10 ng/ml, to facilitate translocation of NF-kB p65 from cytoplasm into nucleus and incubated overnight at 37 °C in a humidified 5% CO2 chamber.
(iii) Extraction of nuclear proteins from LPS stimulated PBMC nuclei: This procedure was carried out in presence of protease inhibitor cocktail to prevent loss of extracted protein.
(a) Reagents used
The reagents for extracting proteins (Nonidet P-40, HEPES, DTT (DL- Dithiothreitol), MgCl2, KCL, Tris-HCl, Na-EDTA and Glycerol) were all procured from local supplier (Hi-Media Laboratories, India). The reagents for preparation of protease inhibitor cocktail as per concentrations mentioned were all procured from a different source (Sigma chemicals, USA) (Phenyl-methyl-sulfonyl fluoride (PMSF, Cat No P7626) 0.5 mM, Leupeptine (Cat No L8511) 1 mg/ml, Pepstatin (Cat No P 4625) 0.5 mg/ml, Aprotinin (Cat No A1153) 1 mg/ml, EGTA (Cat No E8145) 1 mM, Sodium orthovanadate (Na3VO4, Cat No S6508) 1 mM). PMSF was prepared fresh each time before use.
 (b) Extraction of nuclear protein from LPS stimulated PBMCs

LPS treated PBMC suspension was centrifuged at 750 g at 4 °C. The pellet was washed twice with cold HEPES buffer followed by suspension in 20-40 µl ice cold hypotonic HEPES buffer composed of HEPES (10 mM, pH 7.8), MgCl2 (1.5 mM), KCL (10 mM), DTT (0.5 mM) containing 0.1% Nonidet P-40. The suspension was kept on ice for 10 minutes followed by centrifugation at 10,000 g for 10 minutes. The pellet representing nuclear fraction was re-suspended in 35-40-µl ice-cold high salt buffers (20 mM HEPES pH 7.9, 420 mM NaCl, 1.5 mM MgCl2, 0.2 mM EDTA and 25% Glycerol) containing 10 μl of protease inhibitor cocktail, followed by incubation at 4 °C for 15 minutes with intermittent shaking. The suspension containing lysed nuclei was vortexed and centrifuged at 10,000g at 4 °C for 10 minutes for settling the nuclear debris. The supernatant representing the nuclear extract was collected and stored at -80 °C with addition of 75-100 μl of HEPES buffer (pH 7.9). The protein concentration of the extract was determined by Bradford’s method in 96 well micro plate using Coomassie dye reagent with bovine serum albumin as calibration standards. The concentration of protein in nuclear extract suspension was adjusted to 100 μg/ml.

(iii) Estimation of NF-kB p65 in nuclear fraction

This procedure was carried out by utilizing triplicate wells per sample in a commercial micro-well ELISA kit as per manufacturer’s protocol (Cusabio, Wuhan, China; sensitivity 0.047 ng/ml, intra-assay and inter-assay coefficient of variation < 10%). Concentration of NF-kB p65 in the nuclear extract was expressed as nanogram (ng) of NF-kB p65 per microgram (μg) of nuclear protein extract after taking the average of three wells.

3. Supplementary materials 3 (Results)

3.1. Serum levels of liver enzymes and iron parameters in serum at enrollment and at follow up

(i) Liver enzymes levels (mean ± SD) in subgroups I, Ii and III

(a) At enrollment:

ALT (U/L): 36.2 ± 11.2, 34.1 ± 10.5 and 33.8 ± 11.5

AST (U/L): 29.7 ± 11.2, 28.8 ± 7.9 and 27.9 ± 8.8
 ALP (U/L): 86.1 ± 20.1, 87.6 ± 19 and 84.1 ± 21.2

Serum bilirubin (mg/dL): 0.66 ± 0.08, 0.54 ± 0.07 and 0.53 ± 0.06

(b) At follow up point:

No statistically significant change could be recorded compared to their enrollment levels (mean ± SD) in subgroups I, II and III

ALT (U/L): 35.3 ± 8.4, 32.8 ± 11.2 and 33.2 ± 10.7

AST (U/L): 26.7 ± 8.6, 26.0 ± 9.2 and 26.2 ± 9.4
 ALP (U/L): 82.3 ± 19.9, 81.2 ± 20.0 and 82.2 ± 21.3
 Serum bilirubin (mg/dL): 0.62 ± 0.03, 0.51 ± 0.05 and 0.52 ± 0.05
Non-donor controls

ALT (U/L): 31.9 ± 8.9, AST (U/L): 25.8 ± 7.2, ALP (U/L): 81.1 ± 17.4, Serum bilirubin (mg/dL): 0.64 ± 0.03.

(ii) Serum iron parameters:

Elevated levels of various iron parameters in replacement donors came down to normal levels in all the three subgroups as assessed at follow up point with values of serum iron (µmol/L), transferrin saturation (%) and ferritin (µg/L) as 16 ± 3.6, 34.5 ± 4.9 and 66.8 ± 21.6 respectively in subgroup I, 19.1 ± 5.2, 33.6 ± 3.3 and 80.8 ± 17.9 respectively in subgroup II, and 18.1 ± 4.9, 35.3 ± 5 and 80 ± 21.2 respectively in subgroup III.
