The MIQE of qRT-PCR supporting file
1 The specificity of the primers
The primers used in this study were blasted against Malus genome( taxi ID :3750), the blast results were shown below, the result showed that the primers were specific to the target genes.

PRX59 blast
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PRX87 blast
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2. The PCR amplication efficiency of primers used in this study
 MdPRX87

[bookmark: _GoBack]Fig.1 The aplification curves , the slope and intercept of MdPRX87.1-7 curves represent a 4 folds series dilutions of DNA templates from 1200ng/μ l to 0.29ng/μl ,8 represent NTC, the results showed that the LOD of MdPRX86 gene is about 1.17ng/μl . A strong linear correlation was found between the logarithmic DNA concentration and the Ct values (R2 = 0.9561).
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Fig.2 The amplification curves, correlation and detection limit of internal reference Md18S. A:The amplification curves and correlation equation of internal reference Md18S..1-7 curves represent a 4 folds series dilutions of DNA templates from 1200ng/μ l to 0.29ng/μl ,8 represent NTC, strong correlation was found between the logarithmic DNA concentration and the Ct values (R2 = 0.9951). B:The detection limit of Md18S, a series of 4-fold dilution of DNA templates from 1200ng/μl to 28 fg/μl, the results showed that LOD of Md18S is 28 fg/μl.


image1.png
Edit search
Input PCR template none search

Specificity of primers Target templates were found in selected database: Refseq mRNA (Organism limited to Malus domestica)
Other reports b Search Summary

= Detailed primer reports
Download primer pairs v

Primer pair 1

Sequence (5->3) Length  Tm GC%  Self complementarity Self 3 complementarity
Forward primer CGATCAGGTGCTGTTCTCAA 20 5792 5000 500 1.00
Reverse primer CCCTTCTGCAATTGGTCCTA 20 5719 5000 600 300
Products on target templates

>XM_029087844.1 PREDICTED: Malus domestica peroxidase A2-like (LOC103407066), mRNA

product length = 167
Forward primer 1  CGATCAGGTGCTGTTCTCAA 20
Template 854 .. 873

Reverse primer 1  CCCTICTGCAATTGGTCCTA 20
Template 1020 ... 1001

>XM_029099289.1 PREDICTED: Malus domestica peroxidase A2-like (LOC114823840), mRNA

product length = 167
Forvard primer 1  CGATCAGGTGCTGTTCTCAA 20
Template 876 .. 8%

Reverse primer 1  CCCTICTGCAATTGGTCCTA 20
Template 1042 CA, 1023
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— Detailed primer report

Primer pair 1

Sequence (5->3) Length  Tm  GC% Self complementarity Self 3 complementarity
Forward primer ACAACGACTTTGGAGCATCG 20 5885 5000 500 200
Reverse primer TCCGTCTAACTATCAAGCATAACT 2 5729 3750 300

1.00
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