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Figure S1. Specificity and confirmation of qRT-PCR amplicon. (A)1. 2% formaldehyde-agarose gel showing amplification of single product of the
expected size for each reference gene. M1 represent 50 bp and M2 represent 100 bp DNA ladder, respectively. (B) Dissociation curve analysis to conform
single peak amplification for each primer pair via real-time PCR.



Table S1. Description of primer sequences of candidate reference genes used for qRT-PCR, product size and amplicon characteristics

Genes Primer pair (5'-3") Amplicon size (bp) PCR Efficiency (E) R?

F-AACCCCAAGGCCAATAGAGAGA
ACT R-CATACATTGCCGGACATTCAAA 70 0.87 0.94

F- GTTACAACCCAGACAAGATTGC
=F-la R-TGGACCTCTCAATCGTGTTG e 097 0.97

F-GCGTGCATGTTGTTGTTGGT

elFaA R-GTGACTGCCTACGCAACATGTC 60 093 0.91

F-TCCAGCACCCCCCTTATTTT

GluR R-TAGCTCGGCGTGAGAGTTGTC 4 10 0.92

F-TTGGTCAGTTTGGTGTTGGTTTC

HSP 90 R-TGCTTGGTGGTTACGACAACTCT 70 10 0.89

F-CAAGGAAGAAGATGGATGCC

MDH R-CGACGCTGGAGTTTCTTTAT 130 092 0.98

F-TGGTAACATGGCTGCAATTC

PP2A R-AAATTGAGCCGGACACGA % 0.93 0.91

F-CCCGTGTTGCTGCGTTTAT

RPL20 R-GGGTAGGCAAAAGAGGGATTTT 62 0.89 0.97

F-AGTCTGTCTGCGAAAGGATA

TiPal R-TTCAGCTTCTGGGTCTTCT 104 0.94 0.80

F-ACCGCCTGACAATCCCTATG

UBC-E2 R-GGGATAGTCTGGCGGAAAATG 1 1.2 093




Table S2. Distribution of the Ct values of each candidate reference genes across the individual stress samples set of pearl millet

Genes Control Cold1lh |Cold24h |Heatlh |Heat24h |Saltlh |Salt24h | Droughtlh| Drought24 hf ABA1lh | ABA24h
ACT 29.3+£39 [ 284+0.7/301+04 | 258+49|262+12 |259+19|/270+16 |255%+15 255+19 23.4+35|284+37
EF-la 25617 [ 23.620.9/228+05 |222+21229+23 |228+0.6|23.6+13 |[226+11 235205 21.6+12|245+13
elF4A 254+12 [ 252+13|25.7+3.6 |227+45/221+39 |228+15/23.3+£40 22715 23.8+3.6 21.2+1.6|264+4.2
GlutR 234+14 1216+15/201+34 (232+78]233+36 |[203+1.4/214+15 |20.7+0.8 21.2+1.3 19.4+0.5| 21.8+0.7
HSPO0 |241+14 [241+15/21.1+11 |183+4.2|219+3.2 |215+20|253+12 |224+0.2 25.7+0.8 221+16|27.0+0.7
MDH 228+12 [ 195+121221+15 |21.7+36/248+13 |203+0.1/221+11 [193%£15 224 +1.3 19.0+1.2|22.4+0.5
PP2A 28.1+42 | 27.1+36|266+27 |276+4.1/269+19 |243+0.2|263+24 (242+04 25.6 0.5 22.6+0.6/26.3+1.8
RPL20 221+54 |182+04|21.0+1.2 | 208+3.4|180+4.7 |188+1.2/215+09 |[19.2+0.1 220x21 191+23]21.0+0.6
TIP41 31.7+45 | 279+47(281+19 |296+15/292+01 |284+0.7/289+23 |27.2+0.2 28.8+0.9 264+2.7|256+1.6
UBC-E2 | 25.0+2.7 |265+4.7|251+25 |229+3.4|/233+18 [224+06|236+14 |220+£0.6 23.0x+0.7 204+16|23.0+0.1




Table S3. Distribution of the Ct values of each candidate reference genes across the multiple stress samples set of pearl millet

Cold | Cold | Salt |Salt | Heat | Heat | Drought| Drought| Drought| Drought| Drought| Drought| Drought| Drought| Drought| Drought
+ABA| +ABA| +ABA| +ABA| +ABA| +ABA| +ABA | +ABA | +Salt +Salt +Heat | +Heat | +Salt |+Salt |+Salt |+ Salt

a1 1h 24h | 1h 24h | 1h 24h | 1h 24 h 1h 24 h 1h 24 h +ABA |+ ABA | + Heat |+ Heat
S 1h 24h | +ABA | +ABA
O 1h 24 h
'G 283 |269 |276 |285 |26.0 |27.2 |26.8 25.2 25.6 25.3 26.8 27.5 25.6 24.6 25.7 27.4

< |£29 |+31 |£06 |65 |£03 |+£33 |£3.2 +15 +1.0 14 +15 +05 +0.8 +2.6 +0.1 +1.3
‘—ic,s 242 | 225 |254 |237 |232 |235 |226 23.9 21.6 23.2 22..3 24.7 21.6 23.9 22.9 22.4

i |+26 |+25 |+25 |14 |+23 |+32 |+0.2 +15 +05 +1.6 +15 +0.6 +0.9 +1.0 +1.1 +14
<248 |234 [275 |27.8 |232 |243 |234 23.9 22.5 23.3 22.9 24.6 22.6 24.2 22.7 25.2

‘;—'; +08 |+09 |£32 |+46 [+44 |16 |£16 +3.1 +2.6 +3.0 +23 +1.6 +25 +0.8 +29 +0.6
% 223 199 [242 |222 |218 |221 |218 21.0 21.6 21.0 22.0 23.2 20.4 21.2 21.7 22.9

o |05 |06 |15 |05 |+47 |09 |+x17 +2.4 +15 +3.4 2.4 +2.7 +3.0 +1.6 +2.6 +0.9
§ 216 |213 |242 |251 |206 |20.9 |237 25.5 22.9 24.6 19.6 21.4 23.4 25.3 19.2 21.8

C_f__) +16 |£25 [£35 |27 |£47 |£47 |£0.38 +1.2 0.7 +1.1 +1.2 +1.1 +0.2 0.9 +1.6 +1.6
% 302 | 285 |305 |293 [281 |299 |284 27.4 28.8 28.7 28.5 30.6 26.9 29.0 28.6 30.4

S |[£43 |£38 |45 |£20 |06 |£43 |+09 +2.3 +15 +0.7 +05 +0.7 +0.2 +0.6 +0.1 +1.8
<1263 | 248 |27.2 [252 |26 |264 |247 26.1 24.2 24.8 25.0 28.4 24.4 25.8 25.2 26.5

Q 1£27 |£29 |£22 |£16 |29 |+£41 |+0.2 +0.3 +0.8 +1.8 +1.6 +0.9 +0.3 +0.5 +1.8 +1.3
o

N1220 197 [203 |223 |221 |219 |208 22.1 22.3 22.0 21.5 21.8 22.3 23.1 20.9 21.7

& |+34 | £30 |+27 |£16 |01 |£27 |+33 +4.7 +0.2 +0.3 +2.7 +0.8 +2.7 +2.3 +2.1 +1.9
§ 302 285 [305 |294 |281 [299 |284 27.4 28.8 28.7 28.5 30.6 26.9 29.0 28.6 30.4

— |+£43 |+38 |+£45 |+20 |+06 |+43 |+£0.38 +2.3 +1.6 +0.7 +0.5 +0.7 +0.2 +0.5 +0.1 +1.8
N

(uﬂ 240 | 222 |258 |242 |228 |24.0 |224 23.9 22.0 23.0 22.6 24.7 21.9 22.2 22.3 24.2

% +22 |+20 [+35 |+£25 |£23 |£34 |+£07 +1.1 +0.4 +0.9 +1.6 +0.2 +0.3 +0.7 +15 +0.9




Table S4. Distribution of the Ct values of each candidate reference genes across the developmental tissue samples set of pearl millet

Genes Leaf Root Stem Stem sheath Booting stage Inflorescence Seeds
ACT 26.9+0.6 30.0+4.7 26.3+2.1 246+ 3.7 202+1.2 21.4+0.8 255+29
EF-la 16.0+1.3 268+ 1.2 21.3+0.8 29.0+12 21.6+0.8 17.2+0.7 201+11
elF4A 29.4+0.9 30.4+2.0 22524 26.3+4.8 19.2+0.6 20.3+0.6 208+24
GlutR 26.8+1.0 31.4+39 219+1.2 24.7+ 3.0 194+1.8 16.8+0.3 20.7+0.8
HSP 90 28.8+1.8 284+15 23.1+0.3 23.3+1.6 18.7+14 20.1+0.6 24+0.5
MDH 24.2+0.9 294+10 21.7+1.6 22.2+05 194+1.8 16.3+1.0 200+1.3
PP2A 32.1+2.2 34.7+23 29.3+2.0 271817 21.5+1.3 21.1+138 264+ 1.7
RPL20 26.6 0.8 28.4+20 25.6 3.2 23.3+1.8 209+21 208+ 1.6 25.8+25
TIP41 31.7x71 32.6+3.8 30.4+35 27.2+3.7 22.8+49 23.8+26 26.7 £ 3.8
UBC-E2 27.1+0.8 31.5+29 22.3%0.2 235+14 18.8+0.9 189+0.1 23.0+0.3




Table S5. Expression stability values and rankings of 10 candidate reference genes calculated using geNorm

Rank Individual stress Multiple stress Tissue All samples
Gene MV Gene MV Gene MV Gene MV

1 EF-la|UBC-E2 0.286 EF-la | PP2A 0.335 EF-1a | MDH 0.094 PP2A|UBC-E2  0.218
2

3 PP2A 0.317 UBC-E2 0.419 HSP90 0.151 EF-la 0.292
4 ACT 0.363 MDH 0.438 elF4A 0.187 elF4A 0.293
5 RPL20 0.455 TIP41 0.445 PP2A 0.261 ACT 0.355
6 HSP90 0.482 GlutR 0.517 UBC-E2 0.271 HSP90 0.374
7 elF4A 0.492 elF4A 0.579 ACT 0.294 MDH 0.462
8 TIP41 0.561 ACT 0.597 GlutR 0.376 TIP41 0.485
9 GlutR 0.593 RPL20 0.606 RPL20 0.427 RPL20 0.498
10 MDH 0.603 HSP90 0.677 TIP41 0.476 GlutR 0.516




Table S6. Expression stability values and rankings of 10 candidate reference genes calculated using NormFinder

Rank Individual stress Multiple stress Tissue All samples
Gene Stability Gene Stability Gene Stability Gene Stability

1 UBC-E2 0.048 PP2A 0.097 MDH 0.032 EF-la 0.061
2 PP2A 0.103 EF-lo 0.159 HSP90 0.034 PP2A 0.064
3 ACT 0.104 UBC-E2 0.161 EF-la 0.053 UBC-E2 0.089
4 EF-la 0.112 MDH 0.168 UBC-E2 0.059 elF4A 0.089
5 RPL20 0.140 HSP90 0.183 elF4A 0.060 ACT 0.110
6 HSP90 0.140 elF4A 0.194 ACT 0.074 HSP90 0.114
7 GlutR 0.154 TIP41 0.201 RPL20 0.080 MDH 0.124
8 elFAA 0.167 GlutR 0.215 PP2A 0.082 TIP41 0.132
9 MDH 0.177 ACT 0.242 TIP41 0.102 GlutR 0.146

[EEN
o

TIP41 0.197 RPL20 0.244 GlutR 0.117 RPL20 0.148




Table S7. Expression stability values and rankings of 10 candidate reference genes calculated using RefFinder

Rank Individual stress Multiple stress Tissue All samples
Gene Geomean of Gene Geomean of Gene Geomean of Gene Geomean of
Ranking Value Ranking Value Ranking Value Ranking Value

1 EF-la 1.19 EF-lo 1.19 MDH 1.57 EF-la 1.00
2 UBC-E2 2.28 UBC-E2 2.06 HSP90 2.45 UBC-E2 2.38
3 PP2A 3.03 PP2A 3.72 EF-la 2.82 PP2A 3.00
4 TIP41 4.60 MDH 5.00 ACT 4.16 MDH 3.13
5 MDH 4.73 TIP41 6.00 PP2A 4.30 GlutR 5.00
6 ACT 5.42 GlutR 7.45 elF4A 4.76 TIP41 6.09
7 GlutR 5.60 ACT 7.74 GlutR 5.18 ACT 6.24
8 RPL20 6.45 RPL20 8.74 TIP41 1.77 elF4A 8.24
9 elF4A 9.24 HSP90 10.0 RPL20 8.74 HSP90 8.74

[EEN
o

HSP90 9.46 elF4A 11.24 UBC-E2 10.01 RPL20 10.0




