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Supplemental Figure S1 Sequence analysis of AtAIRP3/LOG2 Deduced amino-acid sequences ofSupplemental Figure S1. Sequence analysis of AtAIRP3/LOG2. Deduced amino-acid sequences of
Arabidopsis AtAIRP3/LOG2 and four homologous RING E3 Ub ligases are aligned. The Gly residue
at the +2 position was predicted as a putative N-myristoylation site. The DAR2 domain in the central
region and a single C3HC4-type RING motif in the C-terminal region are indicated. Closed circles in
the RING motif are putative Zn2+-interacting amino-acid residues. Amino-acid sequences identical in
all five proteins are presented in black. Amino-acid residues conserved in at least three of the five
sequences are presented in gray.
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Supplemental Figure S2. In vitro self-ubiquitination assay. Bacterially-expressed MBP-
AtAIRP3/LOG2101-388 recombinant protein was incubated with ATP in the presence or absence of E1
(Arabidopsis UBA1), E2 (Arabidopsis UBC8 E2), and Ub. The reaction products were separated by
SDS-PAGE and subjected to immuno-blot analysis with anti-MBP and anti-Ub antibodies. High-
molecular-weight smearing bands were only detected when whole components were added. Because
MBP-AtAIRP3/LOG2 was inefficiently expressed in E. coli, the MBP-AtAIRP3/LOG2101-388 wasMBP AtAIRP3/LOG2 was inefficiently expressed in E. coli, the MBP AtAIRP3/LOG2 was
used for the reaction. MBP-AtAIRP3/LOG2101-388 C319S, in which conserved Cys319 residue in the
RING motif was replaced by Ser residue, was used as a negative control.
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Supplemental Figure S3. Construction of 35S:AtAIRP3-RNAi transgenic plants. A, Schematic
structure of AtAIRP3 RNAi binary vector construct. LB, left border; BAR, BASTA resistance gene; Nos
ter, nopaline synthase terminator; RB, right border. B, Genomic Southern blot analysis of
35S:AtAIRP3-RNAi T4 transgenic plants. Genomic DNAs were extracted from 4-week-old rosette
leaves of independent T4 RNAi transgenic lines #1, #2, #3, and #4. Isolated DNAs were digested by
EcoRI restriction enzyme and proved with 32P-labeled BASTA resistant gene. Genomic DNA from
wild-type plants was used as a negative control.



Supplemental Table S1. PCR primer sequences used for this article 

Name DNA Sequence Purpose 

LP1 ATCCGGTTTACCAGTACCCTG genotyping PCR 

RP1 TCAATACCTTAGCACATCCGC genotyping PCR 

SAIL_729_A08 LBP3 TAGCATCTGAATTTCATAACCAATCTCGATACAC genotyping PCR 

SP1 ATGACACTAATCCTTCCGGAGA RT-PCR 

SP2 ATGTCGACATATGTGTATGTGTAGC RT-PCR 

SP3 CGTAATCTCTATATTATGAATTGACAA RT-PCR 

AtRAB18 FW ATCGATCAAACTCATCAAAGTCTAA RT-PCR 

AtRAB18 RV CGAGCTAGAGCTGGATCCAGA RT-PCR 

AtUBC10 FW TGGATATGGCGTCGAAGC RT-PCR 

AtUBC10 RV GTGGGATTTTCCATTTAGCC RT-PCR 

AtRD29A FW CAGGTGAATCAGGAGTTGTTTT RT-PCR 

AtRD29A RV GCCGGAATTTATCCTCTTCT RT-PCR 

AtAIRP3 qRT FW CATGTCGACATATGTGTATGTGTAGC qRT-PCR 

AtAIRP3 qRT RV AAAGCCTTTCAACAGGTTGCC qRT-PCR 

AtRAB18 qRT FW GGCTTGGGAGGAATGCTT qRT-PCR 

AtRAB18 qRT RV TTGATCTTTTGTGTTATTCCCTTCT qRT-PCR 

GAPDHC qRT FW TGAAATCAAAAAGCTATCAAGG qRT-PCR 

GAPDHC qRT RV CATCATCCTCGGTGTATCCAA qRT-PCR 

BASTA prove FW ATGAGCCCAGAACGACGCC Southern blot 

BASTA prove RV ATATCCGAGCGCCTCGTG Southern blot 

AtAIRP3promoter FW BamHI GAATTCGTGGTTAGGTATGCGATTCTATTATG GUS staining 

AtAIRP3promoter RV NcoI CCATGGATGTTATTGGCGTTAAACCCAG GUS staining 

AtAIRP3 CDS BamHI FW GGATCCATGGGAAACATTAGCAGCAG AtAIPR3-flag 

AtAIRP3 CDS BamHI RV GGATCCCTCTTGTTCACTGTTTCTCC AtAIPR3-flag 

AtAIRP3 RNAi1 FW BamHI GGATCCGAAGAATGCGCAGATTACTCAAG 35S:AtAIRP3 RNAi 

AtAIRP3 RNAi1 RV EcoRI GAATTCCGATGGCATTTCAATCCATAC 35S:AtAIRP3 RNAi 

AtAIRP3 RNAi FW XhoI CTCGAGGAAGAATGCGCAGATTACTCAAG 35S:AtAIRP3 RNAi 

AtAIRP3 RNAi FW PstI CTGCAGCGATGGCATTTCAATCCATAC 35S:AtAIRP3 RNAi 

MBP-AtAIRP3 ΔN FW EcoRI GAATTCATGTCTTGGGCTCCCGT MBP-AtAIRP3 

MBP-AtAIRP3 ΔN RV EcoRI GAATTCCTACTCTTGTTCACTGTTTCTCC MBP-AtAIRP3 

35S:AtAIRP3 FW BamHI GGATCCATCTTAACTCTCTCTGCTTTTGCTT 35S:AtAIRP3 

35S:AtAIRP3 RV BamHI GGATCCCTCTTGTTCAACTGTTTCTCCCT 35S:AtAIRP3 

AtAIPR3 RING mutagenesis FW AATGTGTTATATCTTTGTCTGAACC AtAIPR3 RING mutagenesis 



AtAIPR3 RING mutagenesis RV GGTTCAGACAAAGATATAACACATT AtAIPR3 RING mutagenesis 

AtRD21 CDS FW BamHI GGATCCATGGGGTTCCTTAAGCCA Y2H & RD21 recombinant protein 

AtRD21 CDS RV HindIII AAGCTTTTAGGCAATGTTCTTTCTGCC Y2H & RD21 recombinant protein 

AtRD21 ΔN FW ATGGGTGAGAGAAGGACTAGCCTAC Y2H & RD21 recombinant protein 

AtRD21 C FW ATGCCGGGACCTTCACCTCCA Y2H & RD21 recombinant protein 

AtRD21 m RV GTTTGGCGGGTTTTCGC Y2H & RD21 recombinant protein 

AtRGA1 FW BamHI GGATCCATGAAGAGAGATCATCACCAATT RGA1-flag 

AtRGA1 RV BamHI GGATCCGTACGCCGCCGTCGAGAG RGA1-flag 

 


