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Supplementary Figure S1 Multiple sequence alignment of AjCHDH
Multiple sequence alignment of deduced amino acid sequences of CHDH proteins from 14 
vertebrate and invertebrate organisms. Consensus residues are shaded with a threshold of >50% 
identity using DNAMAN software. Identical residues are indicated in black, similar residues (>75% 
identity) are indicated in dark gray, and similar residues (>50% identity) are indicated in light gray. 
AjCHDH shared the highest similarity with CHDH from Asterias rubens (71.14%) and lowest 
similarity with CHDH from Oryzias melastigma (63.06%), with the remaining somewhere in 
between. Numbers on right indicate amino acid positions. Identical and similar residues are 
indicated below alignments with letters.

Supplementary Figure S2 Phylogenetic tree based on 18 amino acid sequences of the CHDH 
family from distinct organisms
Tree was obtained by bootstrap analysis using the neighbor-joining method. Numbers on branches 
represent bootstrap values for 1 000 replications. CHDH proteins clustered into two major groups, 
namely, vertebrate CHDH and invertebrate CHDH.



Supplementary Table S1 Primers and siRNA sequences used in this study

Primer name Primer sequence (5′-3′) Used for
AjCHDH-qF CAATGCGATGTGCTATGTC

AjCHDH-qR ACCCAAATCCTTCCTGTT

real-time PCR

SQSTM1-qF CAGAAGACCAGTAATGGAAGCGG

SQSTM1-qR AACCTCCTTCGTCTGTGAAACCC

real-time PCR

LC3-qF AGACACAGTTGCCTTTGTTGGAC

LC3-qR CCATCCTCATCTTTCTCTTCCCG

real-time PCR

Ajβ-actin-qF CCATTCAACCCTAAAGCCAACA

Ajβ-actin-qR ACACACCGTCTCCTGAGTCCAT

real-time PCR

si-AjCHDH (sense) GGCGGUAGUUAAUAAUAAATT

si-AjCHDH (antisense) UUUAUUAUUAACUACCGCCTT

siRNA interference

si-NC (sense) UUCUCCGAACGUGUCACGUTT

si-NC (antisense) ACGUGACACGUUCGGAGAATT

siRNA interference

AjCHDH-F ATGGAATCTTTTCTATTTGTGT

AjCHDH-R TTATCTATCCGTTTCTAATG

ORF

pET-28a-AjCHDH-F GGATCCATGGAATCTTTTCTATTTGTGT

pET-28a-AjCHDH-R GCGGCCGCTTATCTATCCGTTTCTAATG

Recombinant expression

pCMV-N-mCherry-CHDH-F AAGCTTATGGAATCTTTTCTATTTGTGT

pCMV-N-mCherry-CHDH-R CTCGAGTCTATCCGTTTCTAATG

Recombinant expression

pEGFP-N3-SQSTM1-F CTCGAGATGTCTGTGACAGTTAAAGCATAT

C

pEGFP-N3-SQSTM1-R GTCGACGCGTTCTGAGGGAGGTTAGG

Recombinant expression

pCMV-Flag-2C-SQSTM1-F GGATCCATGTCTGTGACAGTTAAAGCATAT

C

pCMV-Flag-2C-SQSTM1-R CTCGAGTTAGTTCTGAGGGAGGTTAGG

Recombinant expression

pIRES2-EGFP-LC3-F CTCGAGATGGGATCCGATTCTTCAAAGCA

pIRES2-EGFP-LC3-R GAATTCGATTACCGAACATTTCTTGCG

Recombinant expression


