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Abstract
The sid-1 (systemic interference defective) gene encodes a transmembrane protein that is an important
participator in the systemic RNAi pathway and has been reported in several organisms. In insects,
sid-1-like genes were described from Tribolium castaneum, Apis mellifera, Bombyx mori and
Schistocerca americana, but were not found in Drosophila melanogaster and Anopheles gambiae. To
investigate whether this gene occurs in aphid species, RT-PCRs were performed using degenerate
primers designed using the conserved motif of sid-1-like genes. An sid-1-like full-length transcript was
amplified from the cotton/melon aphid, Aphis gossypii Glover (Homopera: Aphididae), and a fragment
was amplified from the grain aphid, Sitobion avenae (F.). The trancript from A. gossypii was 3067 bp
long, with an open reading frame encoding 766 amino acids. Sequence analysis indicated that this
transcript shares highest similarity with the reported sid-1-like gene in Schistocerca americana (53%,
fragment), followed by A. mellifera (44%), T. castaneum (32–44%), B. mori (38–42%) and
Caenorhabditis elegans (25%). Analysis of the transmembrane protein topological structure indicated
that the protein encoded by this gene has a similar structure to SID-1 of C. elegans. A phylogenetic tree
with all available sid-1-like genes suggests that sid-1-like genes may have had a long evolutionary
history. Considering its importance in the RNAi pathway, the absence of a sid-1-like gene in D.
melanogaster and A. gambiae is worthy of further investigation.
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Figure 2. Prediction graphics of transmembrane topology of the SID-1 from Caenorhabditis elegans (A) and
Aphis gossypii (B). The peaks over zero show transmembrane domains of the protein. This diagram shows that
both proteins have a long N terminus that is followed by 11 transmembrane domains assembled in similar patterns.

Analysis of sid-1-like gene sequence with
on-line tools
The DNA sequences were analyzed with DNAstar
software. Blast research was performed at
http://www.ncbi.nlm.nih.gov/blast/. Sequences
were aligned with ClustalX software and viewed
with GeneDoc software (Thompson et al.1997).
Protein signal peptide was predicted with SignalP
server on-line tools, http://www.cbs.dtu.dk/
services/SignalP/. Transmembrane protein
topological structure was analysized with TMpred
on-line tools, http://www.ch.embnet.org/
software/TMPRED_form.html. The amino acid
sequences of sid-1-like transcripts from different
species used for construction of a phylogenetic
tree were downloaded from GenBank. Homologic
comparisons were made using ClustalX software
(Thompson et al. 1997). Phylogenetic
relationships were calculated using SEQBOOT,
PROTDIST and NEIGHBOR programs in Phylip
software. The phylogenetic tree was created using
TreeView software (Felsenstein. 1993).

Results and Discussion
Sid-1-like transcripts cloned from aphids
Different combinations of 5 degenerate PCR
primers were all used to clone the fragments of
sid-1-like genes from the two aphid species. The
target bands were cloned with the primer pair of
sid-1 up 3 and sid-1 down 2. The fragment cloned
from A. gossypii was 701 bp in length and that
from S. avenae was 683 bp. They shared 90%
similarity in nucleotide sequence and 96% in
amino acid sequence. One of them was selected
for cloning its full length with RACE procedure.

A full length transcript of cotton aphid sid-1-like
gene (Ag-sid-1) was cloned, which contained 272
bp 5' UTR, 494 bp 3' UTR, and 2301 bp ORF
encoding 766 amino acids. The predicted protein
(Ag-SID-1) was 88 KDa and had a signal peptide
of 17 amino acids at its N-terminus. This
transcript shared highest similarity with the
reported sid-1-like transcript in S. americana
(53%), followed by those of A.mellifera (44%),
T.castaneum (32–44%), B.mori (38–42%) and
C.elegans (25%) (see Figure 1). Furthermore,
according to the analysis with TMpred on-line
tools, the topological structure of Ag-SID-1 is very
similar to the well studied SID-1 from C. elegans
(Figure 2), for they both have the same numbers
of predicted membrane-spanning regions and a
long N-terminus that also assemble in similar
pattern. Thus, it is reasonable to conclude that the
cloned transcript is the sid-1-like gene in aphid.

Phylogenetic relations of sid-1-like genes
from various organisms
A phylogenetic tree was generated using 25 amino
acid sequences of sid-1-like genes from 16 species
(Figure 3). When the sid-1 homologous sequence
from D. discoideum was used as an outgroup, the
phylogenetic tree branched into 3 groups:
echinus, nematodes and insects, and vertebrates.
Within nematode and insect group, the sid-1-like
transcripts from nematodes, beetles and moths
assembled into one subgroup, and those from
aphids, locusts and bees into the other. There
were also two subgroups in the vertebrate group.
But the sid-1-like transcripts from the same
mammal frequently assembled into different
subgroups. Because of the small amount of data
available, it is difficult to analyze the evolution
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Figure 3. Phylogenetic tree based on amino acid sequences of sid-1-like genes available:
DD, Dictyostelium discoideum, GenBank Accession No. XM630477. SP, Strongylocentrotus purpuratus, GenBank
Accession No. XP789210. DR, Danio rerio, GenBank Accession No. XM694078. GG2, Gallus gallus, GenBank
Accession No. XM001233565. GG1, Gallus gallus, GenBank Accession No. XM416544. CF, Canis familiaris,
GenBank Accession No. XM546509. HS1, Homo sapiens, GenBank Accession No. NM017699. HS2, Homo sapiens,
GenBank Accession No. NM001040455. RN, Rattus norvegicus, GenBank Accession No. XM001068825. MM1,
Mus musculus, GenBank Accession No. NM198034. MM2, Mus musculus, GenBank Accession No. NM172257. BT,
Bos taurus, GenBank Accession No. XM585013. PT1, Pan troglodytes, GenBank Accession No. XM001158341.
PT2, Pan troglodytes, GenBank Accession No. XM526266. BM1, BM2, BM3, Bombyx mori, cited from George and
Gene (2006). TC1, Tribolium castaneum, GenBank Accession No. XM969743. TC2, Tribolium castaneum, cited
from George and Gene (2006). TC3, Tribolium castaneum, GenBank Accession No. XM969161. CE,
Caenorhabditis elegans, GenBank Accession No. AF478687. AM, Apis mellifera, GenBank Accession No.
XM395167. AG, Aphis gosspyii, GenBank Accession No. EF533711. SiA, Sitobion avenae, GenBank Accession No.
EF533713. SA, Schistocerca americana, GenBank Accession No. AY879097

Table 1. Similarity analysis of conserved gene regions among aphid sid-1 with
other insect species and C.elegans

Sid similarity rate A. gossypii S. avenae
C. elegans 25% 34%

A. mellifera 44% 48%
T. castaneum1 44% 45%
T. castaneum2 33% 36%
T. castaneum3 32% 32%

B. mori1 38% 34%
B. mori2 39% 33%
B. mori3 42% 36%

S. americanagene fragment 53% 53%
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and duplication of sid-1-like genes in different
animals. Three groups branching from the
phylogenetic tree implies that sid-1-like genes
have evolved from bacteria, echinus, nematode,
insect to vertebrate. On the other hand, sid-1-like
genes in different species shared low similarity.
This suggests that sid-1-like genes have had a long
independent evolutional history. Thus, it is
reasonable to deduce that sid-1-like genes might
evolve from an ancient gene, and might distribute
in wide range of organisms (Table 1).

Sid-1 has been proved to be necessary for systemic
RNAi which functions as a defense against viruses
and in the control of gene expression (Winston et
al. 2002). However, sid-1-like genes are not found
in all organisms. They may have been lost
randomly during evolution, and may have other
compensatory dsRNA pathways that fulfill their
important functions. Previously, the insect
without sid-1-like genes were thought to have only
cell-autonomous RNAi. Recently, the pea aphid
was found to have systemic RNAi (Mutti et al.
2006). But a sid-1-like gene was not found in the
recently sequenced pea aphid genome using
bioinformatics (unpublished observations). This
implies that the sid-1-like gene may be not
necessary for systemic RNAi and the pea aphid
may have other compensatory dsRNA pathways,
which obviously needs further study.
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