Sugarcane calcineurin B-like (CBL) genes play important but versatile roles in regulation of responses to biotic and
abiotic stresses
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Supplementary tables

Table S1 Primers used in this study

Primer Forward primer (5°-3°) Reverse primer (5°-3°) Strategy
ScCBL2-1 ATGTTGCAGTGCCTGGATG GGTATCATCGACCTGAGAAT Gene cloning
ScCBL3-1 GCCTGCCCAACTCGATTCT ACTCGAATCCAGCATGCAAC Gene cloning
ScCBL4 GTGCTTGCTTTGGTCGCTT GTTGCATCCTTCAGTGCGTT Gene cloning
qScCBL2-1 TGAGGAGGCAGACACAAG CGACCTGAGAATGGAAGACA gRT-PCR analysis
gqScCBL3-1 ATGGTTGTTGCGACACTTGC AGCAAGGATGGATGCCGAAT gRT-PCR analysis
qScCBL4 GCAAGCAGACATGAACGACG GTGTTCCTTCCTTCCCAGCA gRT-PCR analysis
CAC ACAACGTCAGGCAAAGCAAA AGATCAACTCCACCTCTGCG-3 gRT-PCR analysis
CUL TGCTGAATGTGTTGAGCAGC TTGTCGCGCTCCAAGTAGTC gRT-PCR analysis
05cCBL2-1 GGGGACAAGTTTGTACAAAAAAGCAGGCTTC GGGGACCACTTTGTACAAGAAAGCTGGGTCG Gateway entry vector construction and
ATGTTGCAGTGCCTGGATGG GTATCATCGACCTGAGAAT RT-PCR analysis
4ScCBL3-1 GGGGACAAGTTTGTACAAAAAAGCAGGCTTC GGGGACCACTTTGTACAAGAAAGCTGGGTCG Gateway entry vector construction and
ATGGTGCAGTGCCTGGACGG TTATCATCGACTTGAGAGT RT-PCR analysis
4ScCBLA GGGGACAAGTTTGTACAAAAAAGCAGGCTTC GGGGACCACTTTGTACAAGAAAGCTGGGTCC Gateway entry vector construction and
ATGGGGTGTGTCTCCTCCAA AACTCTTCATCACTAGCTC RT-PCR analysis
NtHSR201 CAGCAGTCCTTTGGCGTTGTC GCTCAGTTTAGCCGCAGTTGTG gRT-PCR analysis
NtHSR203 TGGCTCAACGATTACGCA GCACGAAACCTGGATGG gRT-PCR analysis
NtHSR515 TTGGGCAGAATAGATGGGTA TTTGGTGAAAGTCTTGGCTC gRT-PCR analysis
NtPR-1a/c AACCTTTGACCTGGGACGAC GCACATCCAACACGAACCGA gRT-PCR analysis
NtPR2 TGATGCCCTTTTGGATTCTATG AGTTCCTGCCCCGCTTT gRT-PCR analysis
NtPR3 CAGGAGGGTATTGCTTTGTTAGG CGTGGGAAGATGGCTTGTTGTC gRT-PCR analysis
NtEFE26 CGGACGCTGGTGGCATAAT CAACAAGAGCTGGTGCTGGATA gRT-PCR analysis
NtAccdeaminase TCTGAGGTTACTGATTTGGATTGG TGGACATGGTGGATAGTTGCT gRT-PCR analysis
NtEF1-a TGCTGCTGTAACAAGATGGATGC GAGATGGGGACAAAGGGGATT gRT-PCR analysis

Note: attB1 and attB2 adapters were underlined in the primer gScCBLs.



Table S2 The amplification reaction procedures for cloning of sugarcane ScCBLs

Gene name Pre-denaturation Denaturation Annealing Extension Cycles Extension

ScCBL2-1 94 €T 4 min 94 € 1min 55 € 30s 72 T 80s 35 72 € 10min
ScCBL3-1 94 €T 4 min 94 € 30s 55 € 30s 72 € 2min 35 72 € 10min
ScCBL4 94 € 4 min 94 € 30s 55 € 30s 72 T 2min 35 72 < 10 min




Table S3 GenBank Accession Numbers used in this study

. GenBank . GenBank
Species name Gene name . Species name Gene name .
Accession Numbers Accession Numbers
ACBL1 AAC26008 OsCBL1 DQ201195
AtCBL2 AAC26009 OsCBL2 DQ201196
ACBL3 AAC26010 OsCBL3 DQ201197
AtCBL4 AAC26110 OsCBL4 DQ201198
Arabidopsis thaliana AICBLS CABB09SL Oryza sativa OsCBLS DQ201199
AtCBL6 AAG28400 OsCBL6 DQ201200
AtCBL7 AAG10059 OsCBL6 DQ201201
AtCBLS8 AAL10300 OsCBLS8 DQ201202
AtCBL9 AAL10301 OsCBL9 DQ201203
AtCBL10 AAQ72364 OsCBL10 DQ201204
ZmCBL1 EU907931 ShCBL1 FJ901259
ZmCBL2-1 EU907932 ShCBL2 FJ901264
ZmCBL2-2 EU907933 SbCBL3 FJ901265
Zea mays ZmCBL3 EU907934 Sorghum bicolor ShCBL4 FJ901261
ZmCBL5 EU907935 SbCBL5 FJ901263
ZmCBL6 EU907936 ShCBL6 FJ901262
ZmCBLS8 EU907937 SbCBL7 FJ901260
ZmCBL10 EU907938 ShCBLS8 FJ901266
SsCBL1 KC800815.1 SoCBL1 KC800815
Saccharum spp. ScCBL2-1 KX013374 Saccharum spp. SoCBL3 KC800816
ScCBL3-1 KX013375 SoCBL5 KC800817
(ROC22) (GT28)
ScCBL4 KX013376 SoCBL6 KC800818

SsCBL6 KC800818.1 SoCBL9 KC800819




Supplementary figures

AtCBL2
AtCBL3
ScCBL2-1
ScCBL3-1
AtCBL1
AtCBL9
AtCBL10
AtCBL4
ScCBL4
AtCBLS8
AtCBLS
AtCBL6
AtCBL7
Consensus

AtCBL2
AtCBL3
ScCBL2-1
ScCBL3-1
AtCBL1
AtCBL9
AtCBL10
AtCBL4
ScCBL4
AtCBLS8
AtCBLS
AtCBL6
AtCBL7
Consensus

AtCBL2
AtCBL3
ScCBL2-1
ScCBL3-1
AtCBL1
AtCBL9
AtCBL10
AtCBL4
ScCBL4
AtCBLS8
AtCBLS
AtCBL6
AtCBL7
Consensus

AtCBL2
AtCBL3
ScCBL2-1
ScCBL3-1
AtCBL1
AtCBL9
AtCBL10
AtCBL4
ScCBL4
AtCBLS8
AtCBLS
AtCBL6
AtCBL7
Consensus

Figure S1 Sequence homology analysis of sugarcane and A. thaliana CBLs. Sequences highlighted
in dark blue, red, and light blue indicate homology 100%, >75%, and >50% homology, respectively.
GenBank accession numbers were as follows: AtCBL1 (AAC26008); AtCBL2 (AAC26009);
AtCBL3 (AAC26010); AtCBL4 (AAC26110); AtCBL5 (CAB80951); AtCBL6 (AAG28400);
AtCBL7 (AAG10059); AtCBL8 (AAL10300); AtCBL9 (AAL10301); AtCBL10 (AAO72364);
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Figure S2 RT-PCR analysis of ScCBLs in the N. benthamiana leaves at 24 h post-infiltration.
Note: 35S::00 stands for the control templet, 35S::ScCBL2-1, 35S::ScCBL3-1, and 35S::ScCBL4
stand for the template of instantaneous expression SCCBL2-1, ScCCBL3-1, and ScCBL4, respectively.
gScCBL2-1, gScCBL3-1, gScCBL4 and NtEF1-a represented the primer used in the RT-PCR.



