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Experimental groups: Activated Raji cells trealed with maslinic acid (19 uM) and incubated over a time-poi

period (4h, 8h, 12h, 24h and 48h; h

Definton of experimenal and conirol groups 3 Control aroups: Activated Raii cels treated with maslinic acid (19 uM) at 0 hour
[Number 3
[Assay carried out by core lab or invesiigator's lab? D
Acknowledgement of aulhors”conirbuions )
Ra cels, derived from human lymphoblastoid cell line were obiained from RIKEN cel bank. Only cultures with more than 909% cell ibility as determined by trypan
Description 3 blue exclusion method were used for the anttumour-promoling bioassay.
f sample processed D 1x10° cells/mL_of Raii cells
RPMIT640 media supplemented with EBV-nfected serum. The call cullues were prepared in Tipicates and the calls were maintained a 37 C i 5% CO 2
amosphere.
Processin procedure Upon time-pont incubalion completion, cels were collected via centrifugalion and (nucleic acid) exracted for Gownstrearm processing
I frozen - how and how auicky?
i fixed - with what. how auickiy?
Sample storage conditions and duralion (especially for FFPE samoles) Sampies prepared fresh prior o nucleic acid exraciion
'Atotal of 1x10 6 cellsml of Raji cells were incubaed i 2 i of RPMI complete growth medium containing 3 mM of SnB, 0.05 UMPMA and 19 M maslinic acid at 37
“Cin’5 % CO 2 atmosphere for 48 hours. The cells were havested periodically at 0, 4, 8, 12, 24 and 48 hours and the samples were processed immediately with Total
Procedure andor 3 RNA/Protein extraciion kit (Macherey-Nagel, Germany). Eluted RNA and solubilised protein were stored in aliquols at -80 °C unii further use:
Name of kit and delalls of any modiications 3 Total RNA/Protein exraction kit (Macherey-Nagel. Germany)
Source of addiional reagents use )
Detai's of DNase or RNAse ireaiment 3 RNaseZap® (Thermo Fisher Scientiic, Cal FAMO760)
assessment (DNA or RNAY 3
Nucleic acid auanification 3 RNA concenration was determined by measuring the absorbance ai 260 nm UV liaht.
Insirument and methot 3 Nanodrop® UV-Vis d 1.2 % denaturing aaarose ael
Purity (A260/A280) D [19:20
eld )
RNA intear 3 RNA intearity as evaluated using 1.2 % denaluring agarose ael
RINROI or Ca of 3 and &' transeriots e
wraces D |
inhibiton testing (Ca dilulions_spike or oler 3

The Applause W T-Amp Plus ST System synihesizes microgram quantilies of ST-CDNA starting with a total RNA inpuL of at least 50 ng. In approxmalely seven hours,
the system produces sufficient cDNA for labeling and subsequent hybridization to GeneChip Gene 1.0 ST and Exon 1.0 ST Arrays. The size of the majoriy of the cDNA

Complete reaction conditions. 3 products produced by the amplification process is between 0.1 and 2.0 kilobases.
Amount of RNA and reaction volume. E 20 naful_
(if usina GSP) and E NA was used (o generate biotin-labeled CONA with the Applause WT-Amp ST System (NUGEN, CA) ki
Reverse ranscriptase and concenuation E [As prepared by Applause WT-Amp ST System (NUGEN. CA) kitin the form of a mastermix
ram 1
Primer Annealing 65°C — 5 min, hold at 4°C
First Strand Synthesis
C— 1 min, 25°C - 10 min, 42°C — 10 min,
70°C — 15 min, hold at 4°C
'SECOND STRAND cDNA SYNTHESIS
Program 3
Second Strand Synthesis
4°C - 1 min, 25°C - 10 min, 50°C - 30 min,
70°C 5 min, hold at 4°C
POST-SECOND STRAND ENHANCEMENT
Program 4
Post-Second Strand Enhancement
4°C — 1 min, 37°C — 15 min, 80°C — 20 min,
hold at 4°C
SPIA AMPLIFICATION
Program
SPIA Amplification
4°C 1 min, 47°C - 90 min, 95°C - § min,
hold at 4°C
POST-SPIA MODIFICATION
Program
Post-SPIA Modification |
4°C — 1 min, 37°C — 15 min, 95°C — 5 min,
hold at 4°C
Temperature and time. E Program 7
Manufacturer of reagents and catalogue numbers D (Applause WT-Amp ST System (NuGEN, CA] kit
Cas with and without RT D

Storage conditions of cDNA

f multiplex. efficiency and LOD of each assav. E
Solaris pre-designed assay
AX-004357-00-0200
Solaris Human qPCR Gene Expression Assay, Human XAF1 (54739)
AX-007881-00-0100
Solaris Human gPCR Gene Expression Assay, Human CXCL9 (4283)
AX-004599-00-0200
Solaris Human qPCR Gene Expression Assay, Human IFI44L (10964)
AX-012511-00-0100
Solaris Human gPCR Gene Expression Assay, Human DDX58 (23586)
|AX009768-00-0200
Solaris Human qPCR Gene Expression Assay, Human OAS2 (4939)
AX-004235-00-0100
Solaris Human gPCR Gene Expression Assay, Human ISG15 (9636)
AX-004253-00-0100
Sequence accession number E Solaris Hman gPCR Gene Expression Assay, Human GAPDH (2597)
Location of amplicon )
Amplicon lenath E
BLAST analysis is a criical component of any comprehensive PCR assay design profocol and BLAST analysis has been integrated into the Solaris design algorithm.
“The algorithm uil transcript and p to identify and eliminate sequences that are more likely (0 lead to erroneous priming
Insilico specificity screen (BLAST, etc) E detection (ie. off-arget effects).
Pseudogenes, retropseudogenes or other homologs? D
Sequence alignment D
‘Secondary structure analysis of amplicon D
Location of each primer by exon or intron (if applicable) E
at splice variants are targete 3

OAS2 GTGAACACCATCTGTGACG(F) TACCATCGGAGTTGCCTCTT (R) TGGACGGAAAACAGICTTA (P)
1SG15 ATGCTGGCY GCCTTCAG (R) P)
XAF1 GCAGCCTATGACATICTGAG (F) TAACCACCGGCATTTCTCCTGA (R) TCCTAAATCAACATCAG (P)
CXCLO TICTGATTGGAGTGCAAGGAAC (F) CAAGGATTGTAGGTGGATAGTC (R) TCAGCAC

Complete reaction conditions

DDX58 CAGATC TATG (F) GCCTGTAACTCTATACCCATGT (R) AAAATACTTTGAAAGAC (P)
Primer sequences 3 GAPDH GCCTCAAGATCATCAGCAATG (F) CTICCACGATACCAAAGTTGTC (R) GCCAAGGTCATCCATGA (P)
RTPrimerDB Identiication Number D
Prob D
Location and identity of any modifications 3 Not applicable
of ) Th ific, USA
urification method o

Reaction contains 1L of cDNA aliguot and 9 L of Solaris GPCR mastermix. The cycling conditions comprise a 15 minutes enzyme activation step at 95°C, followed
by 40 cycles of denaturation step at 95°C for 15 seconds and annealing/extension step at 60°C for 60 seconds. The expression of the selected genes were normalized
0

eaction volume and amount of CONAIDNA

Primer, (probe). Ma++ and dN

800 M of forward and reverse primers each and 200 nM of gene specific probe

Polymerase ideniity and

Solaris GPCR mastermix (Thermo Scientific, USA)

Bufferlkitidentity and manufacturer

Solaris aPCR mastermix (Thermo Scientific, USA)

Exact chemical constitution of the buffer

Additives (SYBR Green I. DMSO, etc.)

Solaris GPCR mastermix (Thermo Scienific, USA!

of plates/tubes and catalog number

Complete parameters

15 minutes enzyme activation step at 95°C. followed by 40 Cycles of denaluration step at 95°C for 15 seconds and Step at 60°C for 60 seconds.

Reaction setup (manual/robotic)

Manufacturer of GPCR instrument

Evidence of optimisation (from radients)

mo|mlo|mlo

RotorGene thermal-cvcler (OAGEN. Germany)

i as per suggested by manufacturer (Solaris pre-designed assays)

Specificity (gel. sequence. melt, or digest]

Evaluated from the melt curve of the assav. no template control was included in every run

For SYBR Green I, Ca of the NTC

Standard curves with slope and yintercept

PCR efficiency calculated from s|

Confidence intenval for PCR efficiency or standard error

12 of standard curve

Linear dvnamic ranae

Ca variation at lower fimit

Confidence intervals throughout rang:

Evidence for limit of detection

If muliplex. efficiency and LOD of each assay.
04 s

A ANAL

m[m|o|m|m|mo |mm|m|m|o

Rotor-Gene® O

GPCR analysis proaram (source, version)
[

a
Outler identfication and disposition

Results of NTCs

Justification of number and choice of reference aenes.

f normalisation method

Number and concordance of biological replicates.

technical replicates

Number and stae (RT or aPCR) of technical relicates.

tion)
iation, %CV)

Power analysis

Statistical methods for result sianifica

Software (source, version)
ta subr

)
Ca or raw using RDML

om|mlofom|mlo

‘Table 1. MIQE checklist for authors, reviewers and editors. All essential information (E) must be submitted with the manuscript. Desirable
information (D) should be submitted f available. If using primers obtained from RTPrimerDB, information on qPCR target, oligonucleotides,

protocols and validation is available from that source:

*: Assessing the absence of DNA using a no RT assay is essential when first exiracting RNA. Once the sample has been validated as
RDNA-free, inclusion of a no-RT control is desirable, but no longer essential

* Disclosure of the probe sequence is highly desirable and strongly encouraged. However, since not all commercial pre-designed assay

vendors provide this information, it cannot be an essential requirement. Use of such assays is advised against



