
samples were either used immediately or stored at 
−80 °C until further analysis. 

Semen samples were collected by masturbation into 
sterile containers and allowed to liquefy for 30 minutes 
at 37 °C. Analysis was performed according to WHO 
guidelines. Samples were washed with PBS and stored 

at −80 °C until RNA extraction (within one week). 
 
RNA Isolation, Reverse Transcription, and Quanti‑

tative Real‑Time PCR 
Total RNA was extracted using the Nucleic Acid 

Extraction Rapid Kit (magnetic bead‐based method; 

VOLUME 25, ISSUE 4, OCTOBER-DECEMBER 2026

Nazou et al

379

Table 4. Primer sequences used for quantitative real‐time PCR analysis. 
Gene / miRNA                                                           Primer Type                                                   Sequence (5′–3′) 
G6PD                                                                                  Forward                                        TGGACCTGACCTACGGCAACAGATA 
                                                                                             Reverse                                                 GCCCTCATACTGGAAACCC 
miR‐143                                                                            Forward                                              CTTTCTTCTGCCACTCCTCCT 
                                                                                             Reverse                                                 GAAGGGCTTCAGAATTCCG 
miR‐99a                                                                            Forward                                               TATTAATAGGGGGCCCATGC 
                                                                                             Reverse                                               ATTGTTGAACGGCACTGTGT 

Figure 1. Comparison of miR‐99a and miR‐143 expression levels. Bar charts represent normalized miRNA expression values in 
male (sperm) and female (FF) samples. Significant differences were observed between sperm and follicular fluid samples for both 
miR‐99a and miR‐143.


