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Table S1. Root formation and growth upon 35S::MtPLT RNAi transformation 

SR, short roots (<3 cm); LR, long roots (>3 cm). 

transgene Calli Roots SR LR Roots/callus 

35S::EV 18 62 4 58 3.5 

35S::MtPLT1i,2i 20 22 13 9 ~1 

35S::MtPLT3i,4i 27 78 12 66 ~3 

35S::MtPLTi 16 4 4 0 0.25 

pENOD12::EV 16 41 2 39 2.5 

pENOD12::MtPLTi 16 32 1 31 2 
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Table S2. Nodule formation on 35S::MtPLT RNAi transgenic roots. 

Number of nodules/root in two independent experiments involving at least 15 roots per 

experiment. Data was collected 15 days after inoculation. EV is empty vector. 

Number of analysed roots Nodules/root 

35S::EV 70 3.2±0.2 

35S::MtPLT1i 46 3.1±0.1 

35S::MtPLT2i 32 3.3±0.2 

35S::MtPLT3i 42 3.1±0.4 

35S::MtPLT4i 49 3.4±0.2 
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Table S3. Quantification of nodule histology upon single 35S::MtPLT RNAi 

Analyses of 20 control nodules shows that the meristem consists of 4-6 cell-layers and the 

central tissue of 16-19 cell layers distributed over 6-7 cell-layers in the infection zone and 10-

12 cell layers in the fixation zone. Compared to control nodules, all zones of single 

35S::MtPLT RNAi nodules consist of a number of cell layers that is within the variation 

observed in the control. Data was collected in two biological replicas and 15 days after 

inoculation. 

Meristem Infection zone Fixation zone Nodule number 

control 4-6 6-7 10-12 20 

MtPLT1i 4-6 6-8 10-14 19 

MtPLT2i 4-7 5-7 9-10 17 

MtPLT3i 4-5 6-8 8-10 20 

MtPLT4i 4-7 7-9 8-12 17 
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Table S4. Nodule formation on ENOD12::MtPLT RNAi transgenic hairy roots in three 

independent experiments 

C represents nodules formed on control transgenic hairy roots generated using the empty 

vector only expressing the DsRED selection marker. N is the average number of nodules per 

root (18 roots per construct per experiment). The percentage of reduced number of nodules 

(%) on MtPLT RNAi roots is significant at P< 0.05 for MtPLT1i,2i and MtPLT3i,4i (Mann 

Whitney test) or at P<0.01 for MtPLTi (Mann Whitney test) 

C (N) MtPLT1i,2i (N) % MtPLT3i,4i (N) % MtPLTi (N) % 

5.8 3.1 47 3 49 1 83 

6.2 3.0 52 3.3 47 1.1 83 

6.0 3.1 49 2.9 52 1.5 75 
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Table S5. Primers used in this study 

promoters 

MtpPLT1F caccgacttgacggtgaaggtt 
MtpPLT1R gcacaacctgcatctaaaaagtttact 
MtpPLT2F caccatccaaacacacccttagtc 
MtpPLT2R gagggaatgaaagccagttattgttc 
MtpPLT4F cacctctcaaatagaatttacctccaac 
MtpPLT4R gaaagaaaaaaaaagacaaagagagatcgg 
MtpPLT3F caccttgcactcccctcctctcaaag 
MtpPLT3R caaagtctttgaacagaaacaacgg 

MtpWOX5F cacccaaccaagccttatcatagtat 
MtpWOX5R gctctcttccatatttcaattctaga 

single MtPLTi 

MtPLT2F cacctgaacacacacaacagcaatgaagttcc 
MtPLT2R gaagttctttgtccaaatgtctctg 
MtPLT 1F cacccttgatgaatagtagtcacaactc 
MtPLT 1R tcttgttacaccacgatatattgatg 
MtPLT 4F caccatcatcatcaacaacacttccc 
MtPLT 4R cctttaatctcactctcacc 
MtPLT 3F caccagcttcctcttcagttg 
MtPLT 3R cactgctactaccaacttc 

MtPLT 3R2 cacccactgctactaccaacttc 
double MtPLTi 

MtPLT 1com2R gttgtgtgtgttcagccttgttacaccacg 
MtPLT 2com1F cgtggtgtaacaaggctgaacacacacaacag 
MtPLT 4com3R caactgaagagcatcatcaacaac 
MtPLT 3com4F gttgttgatgatgctcttcagttg 

Quadruple MtPLTi 

12-43F gggaagtgttgttgagaatagtagtcacaactc 
43-12R gagttgtgactactattctcaacaacacttccc 

MtPLT 3R2 cacccactgctactaccaacttc 
qPCR primers 

qMtPLT4F tcacgaggtgcatccatttaccga 
qMtPLT4R acatcatatgcctctgctgcctct 
qMtPLT1F2 ggaacttttggtaccgaggaa 
qMtPLT1R2 tttgcagcacctcctcctat 
qMtPLT2R gcaatggttgaggttgttca 
qMtPLT2F2 tcgagaaaacgcgaagaaat 
qMtPLT3R gttgctgctgctgctgttag 
qMtPLT3F tgacgtggaagcgataatga 
qMtACT2F cagatgtggatctccaagggtga 
qMtACT2R tgactgaaatatggcacaagactgaga 
qMtPLT5F cagtgataatccccacaatgc 
qMtPLT5R aagaaaatattggcgttgcg 
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Table S6. Strategy to obtain MtPLT DNA fragments for cloning into RNAi vectors. 

Input 

fragment 
First PCR primers 

Second PCR 

primers 
Final fragment 

MtPLT1 
MtPLT1F+Mt 
PLT1com2R 

MtPLT1F+MtPLT2R 
MtPLT1-

MtPLT2 
MtPLT2 MtPLT2com1F+MtPLT2R 

MtPLT3 MtPLT3com4F+MtPLT3R 
MtPLT4F+ 
MtPLT3R 

MtPLT3-

MtPLT4 
MtPLT4 plt4F+plt4com3R 

MtPLT1-

MtPLT2 
12-34F+MtPLT2R 

MtPLT3R2+ 
MtPLT2R 

MtPLT3-

MtPLT4-

MtPLT1-

MtPLT2 
MtPLT4-

MtPLT3 
MtPLT3R2+34-12R 
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