
Supplementary Table 1. Methodological approaches utilized in studies included in our review.  

Reference Analytical 

approach 

Sampling 

method 

Separation of seminal plasma 

and/or depletion of host DNA 
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 DNA extraction method Region analyzed Sequencing 

technology 

Chen et al. (1) 16S rRNA 

sequencing 

Ejaculation, 

TESE, PESA 

not performed Y TIANamp Genomic DNA 

Kit (Tiagen) 

V4 HiSeq 2000 

(Illumina) 

Monteiro et al. (2) 16S rRNA 

sequencing 

Ejaculation Centrifugation N QIAamp DNA Mini Kit 

(Qiagen) 

V3-V6 Ion PGM (Thermo 

Fisher) 

Baud et al. (3) 16S rRNA 

sequencing 

Ejaculation not performed Y QIAamp DNA Mini Kit 

(Qiagen) 

V1-V2 MiSeq (Illumina) 

Ricci  et al. (4) Real-Time PCR Ejaculation not performed N MagNA Pure LC DNA Kit 

III (Roche) 

Not applied Not applicable 

Damke  et al. (5) Multiplex and Single 

target real-time PCR 

Ejaculation not performed N Purelink® Viral 

RNA/DNA Mini Kit 

(Thermo Fisher) 

Not applied Not applicable 

Alfano  et al. (6) 16S rRNA 

sequencing 

TESE not performed N QiaQuick Gel Extraction 

Kit (Qiagen) / QIAamp 

DNA FFPE Tissue Kit 

(Qiagen) 

V3-V5 454-GS Junior 

(Roche) 

Molina  et al. (7) 16S rRNA 

sequencing 

TESE not performed Y QIAamp cador Pathogen 

Kit (Qiagen) 

V3-V4 MiSeq (Illumina) 

Lundy  et al. (8) 16S rRNA 

sequencing 

Ejaculation QIAmp DNA Microbiome Kit 

(Qiagen) 

Y QIAmp PowerFecal Pro 

DNA Kit (Qiagen) 

V3-V4 MiSeq (Illumina) 

Yang  et al. (9) 16S rRNA 

sequencing 

Ejaculation not performed Y CTAB method V1-V2 HiSeq 2500 

(Illumina) 

Okwelogu  et al. 

(10) 

16S rRNA 

sequencing 

Ejaculation not performed Y Unspecified protocol by 

uBiome 

V4 MiSeq (Illumina) 

Pagliuca  et al. (11) Multiplex real-time 

PCR 

Ejaculation not performed N RealLine DNA-Express 

(BIORON) 

Not applied Not applicable 

Mørup et al. (12) 16S rRNA 

sequencing 

Ejaculation Centrifugation N Trizol LS Reagent 

protocol (Invitrogen) 

Not provided HiSeq 4000 

(Illumina) 

Campisciano et al. 

(13) 

16S rRNA 

sequencing 

Ejaculation not performed N NucliSENS® easyMAG® s

ystem (BioMèrieux) 

V3 Ion PGM (Thermo 

Fisher) 
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technology 

Garcia-Segura et 

al. (14) 

16S rRNA 

sequencing 

Ejaculation not performed Y ZymoBIOMICS DNA 

Microprep Kit (Zymo 

Research) 

V1-V9 MiSeq (Illumina) 

Suarez Arbelaez et 

al. (15) 

16S rRNA 

sequencing 

Ejaculation not performed N Data not provided V1-V2 MiSeq (Illumina) 

Yao et al. (16) 16S rRNA 

sequencing 

Ejaculation not performed N QIAamp DNA Mini Kit 

(Qiagen) 

V3-V4 MiSeq (Illumina) 

Bukharin et al. (17) 16S rRNA 

sequencing 

Ejaculation not performed Y Phenol-Chloroform 

Extraction 

Not provided MiSeq (Illumina) 

Chen et al. (18) 16S rRNA 

sequencing 

Ejaculation not performed N MagPure Soil DNA Kit 

(TransGen Biotech) 

V3-V4 NovaSeq 6000 

(Illumina) 

Amato et al. (19) 16S rRNA 

sequencing 

Ejaculation Centrifugation (for the study of 

ejaculate used in IVF procedure) 

N QIAamp BiOstic 

Bacteremia DNA Kit 

(Qiagen) 

V3-V4 MiSeq (Illumina) 

Koort et al. (20) 16S rRNA 

sequencing 

Ejaculation not performed N QIAamp DNA Blood Mini 

Kit (Qiagen) 

V6 HiSeq 2000 

(Illumina) 

Garcia-Segura et 

al. (21) 

16S rRNA 

sequencing 

Ejaculation not performed Y ZymoBIOMICS DNA 

Microprep Kit (Zymo 

Research) 

V1-V9 MinION (Oxford 

Nanopore 

Technology) 

Štšepetova et al. 

(22) 

16S rRNA 

sequencing 

Ejaculation Centrifugation (for the study of 

ejaculate used in IVF procedure) 

N QIAamp DNA Mini Kit 

(Qiagen) / QIAamp DNA 

Blood Mini Kit (Qiagen) 

V2-V3 454 FLX (Roche) 

Yao et al. (23) 16S rRNA 

sequencing 

Ejaculation not performed N MoBio Powersoil Isolation 

Kit (Qiagen) 

V3-V4 MiSeq (Illumina) 

Osadchiy et al. (24) 16S rRNA 

sequencing 

Ejaculation not performed Y Zymo MagBead 96 

DNA/RNA kit (Zymo 

Research) 

V1-V2 MiSeq (Illumina) 

Puerta Suárez et al. 

(25) 

16S rRNA 

sequencing 

Ejaculation not performed N Stool DNA Isolation Kit 

(Norgen) 

V3-V4 MiSeq (Illumina) 

Gachet et al. (26) 16S rRNA 

sequencing 

Ejaculation not performed Y QIAmp PowerFecal Pro 

DNA Kit (Qiagen) 

V1-V3 MiSeq (Illumina) 
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Region analyzed Sequencing 

technology 

Pilatz et al. (27) Multiplex real-time 

PCR 

Ejaculation, 

TESE, 

MESA 

not performed N Maxwell 16 Tissue DNA 

Purification Kit (Promega) 

Not applied Not applicable 

Rivera et al. (28) Multiplex real-time 

PCR 

Ejaculation not performed N Phenol-Chloroform 

Extraction 

Not applied Not applicable 

Veneruso et al. (29) 16S rRNA 

sequencing 

Ejaculation not performed N Phenol-Chloroform 

Extraction 

V4-V6 MiSeq (Illumina) 

TESE,Testicular Sperm Extraction; PESA, Percutaneous Sperm Aspiration; MESA, Microepididymal Sperm Aspiration; CTAB, Cetrimonium 

Bromide-based extraction; Y, yes; N, no 
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