
Design and testing of primers 

Non-degenerated primer pairs for CHGs were designed using the primer analysis software 

Primer Express v2.0 (Applied Biosystems) and the online tool Eprimer3, setting the 

parameters according to standard criteria. Melting temperature (Tm) outputs of Eprimer3 

were obtained by setting default salt concentration (50 mM). Conserved DNA regions 

visualized after multiple alignment of the obtained olive DNA sequences were used for 

primer design, in order to get a better representation of the total pool of transcripts from a 

given gene, no matter variants on single nucleotide polymorphisms. Codifying sequences as 

close to 3´-end as possible were preferred to minimally interfere with RNA decay or sample 

degradation effects. Another preferred criteria for primer design were: a) Thermodinamical: 

3’ codon with at least one C or G (the more they are, and closer to the 3´end,  the  better); 

62±2  ºC Tm,  being  60  optimal;  ΔTm  between  forward  and  reverse primer < 2 ºC; GC 

dimmers between 40 and 80 %, being 50 % optimal; output Tm corresponding to 

NetPrimer thermodinamical  checking  was  obtained  with  the  default  monoion  

concentration  (50  mM)  and  free  Mg2+ concentration set to 2.5 mM.; b) Structural: no 

more than 3 consecutive identical bases; amplicon size between 50 and 150 bp. Primer 

sequences were also cross-checked using NCBI BLAST tools. All primer pairs (Eurofins 

MWG  Operon,  Germany) were  initially  tested  via PCR  on extracted gDNA or prepared 

cDNA in order  to obtain single products of expected size which were able to be sequenced. 

These PCRs were performed by using the IllustraTM puReTaq Ready-To-Go PCR beads kit 

(GE Healthcare UK Ltd., UK), with 1 nM of each primer and 5 ng DNA or 1 uL cDNA. 

Cycling conditions were 95ºC for 5 min, 35 amplification cycles (95ºC for 1 min, 60 ºC for 

1 min and 72ºC for 10s) and 72ºC for 1 min. Verification of single clear bands was carried 

out by electrophoresis in 2.5 % TopVison agarose (Thermo Fisher Scientific Inc., 

Denmark) (50 mV for 75 min) and further revealing of the resultant bands as described in 

main text for checking nucleic acid integrity. 


