MIQE checklist
	Item to check
	Importance
	Response

	Experimental Design

	Definition of experimental and control groups
	E
	Our control group to which the data has been compared is the V5-eGFP group. The V5-Ago2 and V5-Ago2mut groups are the experimental groups

	Number within each group
	E
	3 technical replicates per biological replicate. 3 biological replicates.

	Nucleic acid extraction

	Nucleic acid extraction procedure
	E
	RNA extraction from cell culture using TRIzol reagent.

	Name of kit
	E
	TRIzol reagent following manufacturer’s protocol (Thermo Fisher Scientific).

	Details of DNase/RNase treatment
	E
	No nuclease digestion performed.

	Contamination assessment
	E
	Quality assessed on nanodrop.

	Nucleic acid quantification
	E
	UV spectrophotometer.

	Instrument and method
	E
	Nanodrop RNA measurement.

	RNA integrity: method/instrument
	E
	A260/280 measurement.

	RIN/RQI or Cq of 3’ and 5’ transcripts
	E
	Not measured, nanodrop used for assessment.

	Inhibition testing (Cq dilutions, spike or other)
	E
	Quality was assessed on nanodrop.

	Reverse Transcription

	Complete reaction conditions
	E
	1µg of RNA
1µl 10mM dNTPs
1µl Oligo(dT)15 Primer
4µl 5X First strand synthesis buffer
1µl 0.1M DTT
1µl RNase Inhibitor
1µl SuperscriptIII
Up to 20µl Nuclease-free water

	Amount of RNA and reaction volume
	E
	1µg of RNA in 20ul reaction volume

	Priming oligonucleotide and concentration
	E
	Oligo(dT)15 500µg/ml 

	Reverse transcriptase and concentration
	E
	Superscript III 200U/µl

	Temperature and time
	E
	Denature RNA at 65°C for 5 minutes
Reverse transcription at 50°C for 60 minutes
Inactivation at 70°C for 15 minutes 

	qPCR target information

	Gene symbol
	E
	S7: RpS7
SFV: SFV4 nsp3

	Sequence accession number
	E
	S7: Vectorbase AAEL009496
SFV4: Genbank KP699763

	Amplicon length
	E
	S7: 202nt
SFV:205nt

	In silico specificity (BLAST etc)
	E
	BLAST

	Location of each primer by exon or intron (if applicable)
	E
	S7: Forward primer in Exon1 and Reverse Primer in Exon 2
No splicing for SFV

	What splice variants are targeted
	E
	No alternative splicing in SFV.
S7: AAEL009496-RA 

	qPCR oligonucleotides

	Primer sequences
	E
	qS7 F: CCAGGCTATCCTGGAGTTG
qS7 R: GACGTGCTTGCCGGAGAAC
qSFV F: GCAAGAGGCAAACGAACAGA
qSFV R: GGGAAAAGATGAGCAAACCA

	Location and identity of any modifications
	E
	No modifications

	qPCR protocol

	Complete Reaction conditions
	E
	12.5µl Fast SYBR green master mix
1µl 10µM Forward primer
1µl 10µM Reverse primer
2µl cDNA
8.5µl Nuclease free water

	Reaction volume and amount of cDNA/DNA
	E
	20µl final reaction volume with 2µl cDNA

	Primer, Mg2+ and dNTP concentrations
	E
	400nM primer concentrations
Salt and dNTP concentrations are determined by the Fast SYBR green mastermix.

	Polymerase identity and concentration
	E
	AmpliTaq Fast DNA polymerase

	Buffer/kit identity and manufacturer
	E
	2X FAST SYBR green reagent (Thermo Fisher Scientific)

	Additives
	E
	SYBR green 1 Dye
ROX passive reference dye

	Complete thermocycling parameters
	E
	Activation step: 95°C for 20 seconds
40 cycles of:
Denaturation step: 95°C for 3 seconds
Annealing/Extension step: 60°C for 30 seconds

	Manufacturer of qPCR instrument
	E
	Applied Biosystems (Thermo Fisher Scientific)

	qPCR validation

	Specificity (gel, sequence, melt or digest)
	E
	Single melt curve peak.

	For SYBR green I, Cq of the NTC
	E
	Undetermined.

	Calibration curves with slope and y intercept
	E
	Primers used were previously published.
S7: McFarlane et al 2014
SFV: Breakwell et al 2007

	PCR efficiency calculated from slope
	E
	Primers used were previously published.
S7: McFarlane et al 2014
SFV: Breakwell et al 2007

	R2 of calibration curve
	E
	Primers used were previously published.
S7: McFarlane et al 2014
SFV: Breakwell et al 2007

	Linear dynamic range
	E
	Primers used were previously published.
S7: McFarlane et al 2014
SFV: Breakwell et al 2007

	Cq variation at LOD
	E
	Primers used were previously published.
S7: McFarlane et al 2014
SFV: Breakwell et al 2007

	Evidence of LOD
	E
	Primers used were previously published.
S7: McFarlane et al 2014
SFV: Breakwell et al 2007

	If multiplex, efficiency and LOD of each assay
	E
	N/A

	Data analysis

	qPCR analysis program (source, version)
	E
	QuantStudio Design & Analysis Software v1.5.3 (Thermo Fisher Scientific)

	Method of Cq determination
	E
	Automatic fixed threshold.

	Outlier identification and disposition
	E
	No outliers identified via visual inspection of the amplification curve.

	Results for NTCs
	E
	NTCs were not included in the analysis as they were undetermined.

	Justification of number and choice of reference genes
	E
	Standard commonly used reference gene which is unaffected by virus infection.

	Description of normalization method
	E
	Normalisation performed using 2-ΔΔCT method described by Livak and Schmittgen 2001.

	Number and stage (reverse transcription or qPCR) of technical replicates
	E
	qPCR technical replicates performed in triplicate.

	Repeatability (intraassay variation)
	E
	Variation between assays can be viewed as error bars.

	Statistical methods for results significance
	E
	ANOVA

	Software (source, version)
	E
	GraphPad Prism v10.2.2



