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Abstract

Background: Real-time quantitative reverse transcriptagelymerase chain reaction (QRT-PCR), is a fast,
sensitive and reliable method of gene expressionpamison that is prone to a lot of technical err@a the
other hand, historical reference (housekeepingggeme not suitable for all tissues. Herein, weehiaied to
identify and evaluate the best reference genesgiisttissues for further gRT-PCR experiments.

Methods: Testis tissues of 15 men with non-obstructive (N@AJ 15 men with obstructive (OA) azoospermia (as
control individuals) were collected. Primer designand verification of four candidate referenceegeimcluding
glyceraldehyde 3-phosphate dehydrogenase (GAPDbf)samal protein L37 (RPL37), ring finger protein 1
(RING1) and eukaryotic translation elongation fa@geEF2) were performed using Beacon designes@tivare.
PCR pre-optimization for reverse transcriptase irfRNA and best primer concentration were includdelt
curve analysis was drawn and values of quantitatyafe (Cq) were extracted. Mean Cq analysis wisutzed
using BestKeeper v1 software and suitable refergeoes were selected afterward.

Findings: Comparing the mean Cq values between the NOA and)®@Aps declared that RPL37 and GAPDH
showed the lowest standard deviations of 1.39 aéd d&mong the other candidates. GAPDH and RPL3& wer
selected as the best reference genes in testisgisgth their r values of 0.959 and 0.927, respelyt

Conclusion: The results of this study show that the best egfeg genes for normalization of qRT-PCR data of
testis tissues are GAPDH and RPL37.

Keywords: Reference gene, Testis, Real-time quantitativeersey transcriptase-polymerase chain reaction
(QRT-PCR), BestKeeper software
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