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Figure S1: RT-gPCR amplification specificity of the 13 refecengenes. Amplification
fragments were separated by 2% agarose gel eleciegis. 1 €lF4a, 2 —-ACT, 3 —
DH, 4 -CAC, 5-CUL, 6 —POL, 7 —APRT, 8 —EXP, 9 —BIND, 10 —KIN, 11 —
GAPDH, 12 -UI and 13 -EF1la.
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Figure S2: Dissociation curve data for the 13 reference géssied. & GAPDH; (b)
KIN; (c) POL; (d) BIND; (e) SUI; (f) SDH; (g) EXP; (h) elF4q; (i) EFla; (j) CUL; (k)
CAC; (1) APRT and () ACT.
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Figure S3: Expression level of reference genes tested inrdifitetissues/organsa)(

o

Seedlings; ) Leaves; ¢) Stems; @) Roots andd) Spikes.
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Figure $4: Average expression stability values (M) calculaigdyeNorm. A lower
value of average expression stability (M) indicatesst stable expressiom) (
Seedlings; ) Leaves; €) Stems; d) Roots andd) Spikes.
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Figure S5: Pairwise variation (V) to define the optimal numbéreference genes
required to a more reliable normalization to seeg#lj stems, leaves, roots and spikes.



Table S1: Information on reference and target genes usegRdrPCR analysis

. . ] PCR
_ Source S viridis Phytozome S viridis : . ™™ Amplicon ="
Gene symbol Description sequence ID D E-value identity % Primer sequences (5'-3) C) size (bp) Efﬁ((i%e)ncy Reference
ACT Actin Si026509r Sevir.8G04230 0 10C F: GCACCACCTGAGAGGAAATATAC 72.1 10z 92 [29]
R: CTCATCGTACTCCGCCTTTG 70.2
elFdo Eukaryotic CA275432.. Sevir.1G08800 0 10C F: GTCTGCTAAGGTGCTGGATAAA 69.( 78 93 [27]
initiation factor 4- R: ACCACTCCTCCAGAACATAGA 69.1
alpha
CUL Cullin CF574093. Sevir.3G03890 1.6e-121 93.1 F: TCTCATCACGAGGGACTACT" 69.2 8t 96 [27]
R: CTTGCCAACAACCACCAATC 68.0
APRT Anthranilate CA089592.. Sevir.2G32660 0 10C F: GGCAACGGCTATGTTCCTAAT/ 69.1 10z 93 [28]
phosphoribosyl R: CCTCATCCAGAAGAACCCAAG 71.0
transferas
CAC Clathrin adapto CA203604.. Sevir.1G28440 2.3¢-54 10C F: CTGCTTCTGGTCTTCGTGT 68.2 98 92 [27]
complex R: GTATGATCCTGCTCTCGTGATG 711
GAPDH Glyceraldehyd3- LOC Os02g Sevir.1G22570 10C F: TGACAACAGGTCCAGCATCTTY 65.¢ 8C 91 [31]
phosphate 8920 2.1e-64 R: CGTACCAGGACACAAGCTTCAC 65.8
dehydrogena:
Ul Translation facto LOC_Os07g Sevir.2G34830 10C F: CCAGAGCTTGGACAGGTCATT( 67.1 8C 90 [31]
Sull 4589 2e-90 R: ACAATGCCAGCCTGGACAA 66.8
KIN Protein kinas LOC_Os06g Sevir.4G25270 5.8¢-78 99.2 F: AAGTCCACTCGACCTTCAATCC 65.4 8C 94 [31]
8970 R: CTCAAGCGAACCGAATGAAAC 65.7
BIND RNA-binding LOC_0Os03g Sevir.9G09090 3.5¢-89 71.¢ F: CTCGCGGTTTCGGCTT 66.4 81 91 [31]
protein 6770 R: CCAAGTCCAGTCCATTCATTCC 66.6
EFla Elongation Facto Si022039r Sevir.3G27240 0 96.1 F: TGGTATGCTTGTCACCTTTGG 65.4 7C 92 [29]
l-alpha R: CTCGTGGTGCATCTCAACTGA 66.5
POL RNA polymerast Si033113r Sevir.2G14840 0 92.¢ F: TTGAGGCTTCGTGCCATT( 67.2 7C 93 [29]
I R: CGGTAGCAGCTGGTGACCAT 67.5
SDH Succinate Bradilg2605 Sevir.7G03830 8.9¢-83 10C F: ACAGTTCAGCGCTACGTTC’ 60.4 8t 90 [30]
dehydrogenase R: GGTGGCTAGAGGGACGGATA 64.5
EXP Expressed prote  LOC_0Os07g Sevir.9G36270 3.6¢-15 47.¢ F: GGAACGCCGAGAAGAACAAC 66.( 83 92 [31]
2340 R: ACATACTTTGCACTGGATGCTCAT 65.6
GOL? Glycosyl AT1G5660( Sevir.2G45090 2.6¢-107 99.7 F: CGAGGACATCAAGATGCTGGTGAC 71.C 62 95 [35]
transferase R: TCCAGGCTCTCGTCGTTGAAGATG 72.4
P5CS A*-pyrroline-5- AT2G3980( Sevir.5G38630 6.4¢-43 10C F: TTGGTCTAGGTGCAGAGGTTG! 67.2 73 10C [36]
carboxylate R: AGCCCATCAACACCAACAGGTC 69.3
synthase
Sy Sucrose Syntha AF26338:¢ Sevir.4G03930 9.Ce-14¢ 99.¢ F: CTGACTGGTGTGTACGGATT!( 71.C 107 91 [57]
R: CTTGCCAGGCTACGGTATT 68.(




Table S2. Setaria viridisreference genes ranked according to expressioifitstals determined by geNorm.

Seedlings L eaf Stem Root Spike

S gom S gman B gvom S gmam @Y gvom S
1 CAC 0.12 EXP 0.11 elF4o 0.06 CAC 0.11 CAC 0.11
2 CUL 0.12 KIN 0.11 SDH 0.06 KIN 0.11 KIN 0.11
3 elFdo 0.22 elF4o 0.14 EFla 0.12 CUL 0.16 CUL 0.16
4 EFla 0.26 EFla 0.18 POL 0.15 ACT 0.19 ACT 0.19
5 SOH 0.28 POL 0.21 ACT 0.17 SOH 0.23 SDH 0.23
6 I 0.31 SOH 0.24 CAC 0.20 elFdo 0.26 elF4a 0.26
7 APRT 0.32 BIND 0.26 GAPDH 0.23 SV 0.31 VI 0.31
8 KIN 0.35 CAC 0.28 KIN 0.26 EXP 0.38 EXP 0.38
9 POL 0.37 GAPDH 0.34 EXP 0.28 APRT 0.46 APRT 0.46
10 BIND 0.39 APRT 0.39 BIND 0.31 GAPDH 0.53 GAPDH 0.53
11 ACT 0.40 Ul 0.44 APRT 0.34 BIND 0.58 BIND 0.58
12 EXP 0.42 CUL 0.48 CUL 0.40 EFla 0.65 EFla 0.65
13 GAPDH 0.45 ACT 0.55 Ul 0.46 POL 0.75 POL 0.75
Best CAC/ EXP/ elF4a/ CAC/ CAC/

pair CUL KIN SDH KIN KIN

Table S3. Setaria viridisreference genes ranked according to expressioiiitstals determined by NormFinder.

Seedlings L eaf Stem Root Spike
Ranking  Norm Stability Norm Stability Norm Stability Norm Stability Norm Stability

Finder value Finder value Finder value Finder value Finder value
1 SDH 0.01 EXP -0.003 SDH 0.004 EXP 0.03 elF4a -0.02
2 EFla 0.01 KIN 0.002 elF4a 0.007 ACT 0.05 BIND -0.01
3 elFda 0.02 elFda 0.004 EFla 0.009 CUL 0.06 SDH -0.01
4 CAC 0.03 SDH 0.011 EXP 0.015 CAC 0.06 CUL -0.01
5 CUL 0.04 BIND 0.021 KIN 0.021 KIN 0.07 APRT -0.01
6 Ul 0.04 EFla 0.024 POL 0.025 SDH 0.07 EFla -0.01
7 KIN 0.04 POL 0.028 ACT 0.026 elFda 0.10 KIN 0.02
8 APRT 0.05 CAC 0.040 CAC 0.043 Ul 0.11 CAC 0.02
9 BIND 0.07 GAPDH 0.137 GAPDH 0.059 BIND 0.15 EXP 0.02
10 POL 0.07 APRT 0.167 APRT 0.061 APRT 0.17 POL 0.04
11 ACT 0.08 Ul 0.180 BIND 0.118 EFla 0.29 GAPDH 0.20
12 EXP 0.13 CUL 0.182 CUL 0.200 GAPDH 0.30 Ul 0.40
13 GAPDH 0.16 ACT 0.331 Ul 0.239 POL 0.78 ACT 2.85

Best SDH/ SDH/ el Fdal CUL/ elFdal

pair EFla KIN EXP KIN APRT







