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Apoptosis inducing factor (AIF) is a flavoprotein that is involved in oxidative phosphorylation and in-
duces apoptosis in eukaryotic cells. There are three isozymes of AIF that have been identified to date,
designated as AIF1, AIF2, and AIF3; the human AIF3 is also known as an AlF-like protein (AIFL). This study
aimed to identify and characterize a homologue of AIF3 from disk abalone (AbAIF3) that belongs to the
phylum Mollusca. The open reading frame (ORF) of AbAIF3 is 1749 base pairs (bp) in length and encodes a
protein of 583 amino acids, with a predicted molecular mass of 63.14 kDa. Based on our in-silico analysis,
the AbAIF3 protein harbored the typical domain architecture as that of the known AIF family proteins,
consisting of N-terminal Rieske and pyridine nucleotide-disulphide oxidoreductase domain. Comparative
protein sequence analysis confirmed that AbAIF3 is a homolog of AIF3. Moreover, our phylogenetic
analysis revealed that AbAIF3 had a close evolutionary relationship with the molluscan counterparts.
Interestingly, AbAIF3 was shown to induce apoptosis in HEK293T cells using transfection assays followed
by flow cytometric analysis. In addition, we found that AbAIF3 mRNA expression was ubiquitous in
physiologically important tissues, and significantly modulated upon experimental immune stimulations
in hemocytes. Collectively, our study illustrates the indispensable role of AbAIF3 in inducing apoptosis in
disk abalones, which in turn might be involved in hosts' immune defense mechanisms against microbial
infections.
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1. Introduction two basic pathways: intrinsic and extrinsic. In the intrinsic

pathway, mitochondria-mediated apoptosis occurs due to the

Apoptosis is a crucial cellular process that occurs in animal cells
under physiological conditions or during an infection. Apoptosis is
a form of programmed cell death that is characterized by
morphological changes, such as cell shrinkage, apoptotic body
formation, and chromatin condensation [1]. Apoptosis is promi-
nently involved in regulatory processes in immune cells, including
maturation and homeostasis [2]. It also plays a role in eliminating
infected cells from the host organism after interacting with the host
immune defenses [3,4]. In general, apoptosis can be induced via
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release of different apoptotic proteins, including cytochrome C,
endonuclease G, and apoptosis inducing factor (AIF) [5]. Even
though some differences on apoptotic mechanisms orchestrating in
invertebrates with those functioning in vertebrates were reported,
most of them are almost well conserved in invertebrate linages. As
reported for vertebrates, apoptosis in invertebrates also known to
involve in host immune responses. For instance, in mollusks, in-
duction or inhibition of apoptosis in response to pathogen or
parasitic infections was reported previously. In one study, apoptosis
was detected to be induced by phagocytosis of live or killed marine
bacteria, Planococcus citraeus in hemocytes of Pacifc oyster, as a
result of oxidative damage on the hemocytes during reactive oxy-
gen species (ROS) mediated bacterial eradication [6]. Moreover,
Symbiotic bacteria (Vibrio spp.) also could elevate apoptosis in host
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cells of some cephalopods [7]. Rapid induction of apoptosis in he-
mocytes in response to the parasitic infection caused by Perkinsus
marinus was also reported from P. marinus resistant Pacific oyster
[8]. On the other hand, apoptosis levels in hemocytes were shown
to be markedly reduced from 50% to ~10% in oysters infected by
some parasites including P. marinus and Haplosporidium nelson [9].

AIF is a flavoprotein, which acts as a NADH oxidase under
physiological conditions that involves in oxidative phosphorylation
[10—-12], as well as in caspase-independent apoptosis [13]. Ac-
cording to the phylogenetic analysis, AIF (currently known as, AIF1)
is categorized within a larger family of eukaryotic proteins that are
found in animals and fungi. This family of proteins consists of
structurally and functionally related proteins, such as mitochon-
drion associated inducer of death (AMID, also known as AIF2) and
the AlF-like (AIFL) protein (also known as AIF3) [14—17]. However,
the aforementioned AIF1, AIF2, and AIF3 are now recognized as AIF
isozymes.

In humans, AIF is expressed as a precursor protein with two N-
terminal mitochondrial localization signal peptides (MLSs)
(67 kDa) and localizes to the mitochondrial intermembrane space
[18—20]. Upon export to mitochondria, the precursor AIF un-
dergoes calpain or cathepsin mediated cleavage [21,22] to remove
the MLS and become a mature protein (57 kDa) that only harbors a
FAD binding domain, a NADH binding domain, and a C-terminal
domain [19]. The FAD binding domain and the NADH binding
domain represents the oxidoreductase portion of the mature AIF
[10], whereas the C-terminal domain is important for its pro-
apoptotic function [23]. When AIF is released from the mitochon-
dria, it is translocated to the nucleus where it triggers chromatin
condensation and large scale DNA fragmentation [18]. Besides its
apoptotic function, AIFs also plays a role in lethal responses to
excitotoxins, hypoxia-ischemia, growth factor deprivation, mito-
chondrial metabolism, and redox control [24]. Interestingly, AIF
was also found to inhibit chemical stress-mediated apoptosis in
human colon cancer cells [25].

Three basic isoforms of AIF1 have been identified in humans,
designating AlIF-exB [26], AlFsh [23], and AlFsh2 [27]. Intriguingly,
AlFsh lacks an N-terminal oxidoreductase domain, however, it can
induce prominent apoptotic characteristics like AIF1, which sug-
gests that the oxidoreductase portion of the protein is not required
for the apoptotic function of AlFs. On the other hand, AlFsh2 was
found to lack the C-terminal domain of AIF, hence, it does not show
the same pro-apoptotic activities as AIF. This result confirms that
the C-terminal domain of AIF is essential and sufficient to elicit AIF-
mediated nuclear apoptosis in cells. However, some of the previous
reports implied that the oxidoreductase part of AIF1 might be
involved in caspase-independent apoptosis through the production
of reactive oxygen species [10,25,28]. According to these previous
reports, AIF has an indispensable role in animal physiology, which
was confirmed using experimental studies on AIF orthologues from
model organisms, including Saccharomyces cerevisiae, Caeno-
rhabditis elegans, Drosophila melanogaster, and mice [24]. Never-
theless, there are few reports characterizing AlFs from other
organisms in different taxonomic lineages. Thus, the identification
and functional characterization of AlFs from different taxonomic
groups is a necessity in order to expand our understanding of an-
imal AlFs.

Abalones are marine gastropods, which are highly sought after
aqua-crops in the worldwide shellfish aquaculture industry, espe-
cially in the Asia Pacific. However, some of these species are at a risk
of extinction due to overconsumption and the acidification of
oceans from anthropogenic carbon dioxide [29]. Moreover, these
creatures are highly sensitive to a wide range of environmental
conditions that impart negative effects on their survival and
growth, and make them more susceptible to pathogenic infections

and toxicants. Thus, these mollusks are important bio-indicators in
the marine eco-system [30]. For instance, abalones can be infected
by numerous bacteria [31,32], virus [33], and parasites [34].
Therefore, gaining insight into the host defense mechanisms of
abalones at molecular level is an important strategy in order to
prevent their mass mortality, especially as it relates to their role in
aqua-farming.

In this study, we identified and characterized an AIF3 homo-
logue from disk abalone (Haliotis discus discus) and analyzed its
transcriptional modulation in response to pathogen-derived mi-
togens. To our knowledge, this is the first report describing the role
of AIF3 in mollusks. In addition, we investigated AIF3 expression
patterns in different tissues from healthy abalones. Moreover, we
used a cellular approach to analyze the pro-apoptotic activity of this
novel AIF homologue in vitro.

2. Materials and methods
2.1. Identification and in-silico characterization

We have established a cDNA database of disk abalone using the
Roche 454 Genome sequencer FLX system (GS-FLX™) [35]. Briefly,
after total RNA extraction from gills, mantel, digestive tract, hepa-
topancreas, head and muscle tissues of healthy abalones using the
TRI Reagent™ kit (Sigma—Aldrich, Missouri, USA), the isolated RNA
was purified using the FastTrack® 2.0 mRNA isolation kit (Invi-
trogen, USA). Thereafter, we generated a cDNA library, which was
normalized using the Creator™ SMART™ cDNA library construc-
tion kit (Clontech, USA) and a Trimmer cDNA normalization kit
(Evrogen, Russia), respectively. The contig sequences of the estab-
lished database were then analyzed using the Basic Local Align-
ment Search Tool (BLAST) algorithm (http://blast.ncbi.nlm.nih.gov/
Blast.cgi), which allowed for the identification of homologue
sequence to Pomacea canaliculata AIF3 (AbAIF3) with a 66%
sequence identity, 70% quarry coverage and 0.0 E-value. Subse-
quently, the complete putative open reading frame (ORF) was
identified and the corresponding amino acid sequence was derived
using the DNAsist 2.2 (version 3.0) software. Characteristic domain
signatures of the AbAIF3 protein were predicted using the NCBI-
CDD server (http://www.ncbi.nlm.nih.gov/Structure/cdd), while
the MLS was attempted to identify using the TargetP 1.1 Server
(http://www.cbs.dtu.dk/services/TargetP) and PSORT sever, sepa-
rately (http://psort.hgc.jp/). Several physicochemical properties of
the protein were determined with the ExPASy protParam tool
(http://web.expasy.org/protparam). Moreover, sequence compari-
sons at the protein level were performed using multiple sequence
alignments and pairwise sequence alignments with ClustalW2 [36]
and the MatGAT software [37], respectively. The evolutionary
relationship of AbAIF3 to other known homologues were evaluated
by generating phylogenetic reconstructions using the Molecular
Evolutionary Genetics Analysis (MEGA) software version 5 [38],
followed by the Neighbor-joining method with the support of 1000
bootstrap replications.

2.2. Preparation of the recombinant vector construct

The complete coding region of AbAIF3 was PCR amplified using
the corresponding cloning primer pair (AbAIF3-F and ADbAIF3-R,
Table 1), which harbored restriction enzyme sites for EcoRI and
Xhol, respectively. PCR was carried out in a TaKaRa thermal cycler
(TaKaRa, Otsu, Shiga, Japan) in a total volume of 50 pL, containing 5
units (U) of TaKaRa ExTaq polymerase, 5 pL of 10 x TaKaRa ExTaq
buffer, 4 pL of 2.5 mM dNTPs, 80 ng of template, and 40 pmol of
each primer (Table 1). PCR was performed under the following
conditions: initial denaturation at 94 °C for 3 min, followed by 35
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Table 1
Primers used in this study.

Name Purpose Sequence (5" — 3')

ADAIF3-F PCR amplification of AbAIF3 ORF for cloning (EcoRI) GAGAGAgaattcATGATGGGGAAGAAACACTCCAAGTTCGA
AbAIF3-R PCR amplification of AbAIF3 ORF for cloning (Xhol) GAGAGACtcgagTCAGAACTTCTGAAGTCGACTTGTCCAC
ADAIF3-qF qPCR analysis of AbAIF3 TATGGACATAAAGCCGGAGGCCAT

ADAIF3-qR qPCR analysis of AbAIF3 GCTGAACTTCACAGATTTGCCGCT

Ab-Rp-F qPCR analysis of abalone ribosomal protein L5 gene TCACCAACAAGGACATCATTTGTC

Ab-Rp-R qPCR analysis of abalone ribosomal protein L5 gene CAGGAGGAGTCCAGTGCAGTATG

cycles of 94 °C for 30 s, 57 °C for 30 s, and 72 °C for 1.5 min, with a
final extension at 72 °C for 5 min. The PCR product (~1.7 kbp) and
the pCDNA3.1/His-C plasmid (4 pg) were digested with EcoRI and
Xhol (TaKaRa, Japan), according to the manufacturer's instructions
and resolved on a 1% agarose gel. Thereafter, the corresponding
DNA bands were excised, and purified using the Accuprep™ gel
purification kit (Bioneer Co. Korea). The digested vector (40 ng) and
PCR product (40 ng) were ligated using Mighty Mix (5.0 puL; TaKaRa,
Japan) at 4 °C overnight. The ligated product was then transformed
into Escherichia coli DH5¢a, cells and sequenced. The sequence
verified recombinant vector (pCDNA-AbAIF3) was used for the
subsequent transfection assay.

2.3. Cell culture and transfection assay

Human embryonic kidney 293T (HEK293T) cells were grown in
Dulbecco Modified Eagle Medium (DMEM- WELGENE-Korea) sup-
plemented with 10% fetal bovine serum (FBS) and maintained at
37 °C in 5% CO,. The prepared pCDNA-ADbAIF3 recombinant
construct was transfected into HEK293T cells using the FUGENE®6
transfection reagent (Promega, USA), according to manufacturer's
instructions.

2.4. Cell viability assay

HEK293T cells were seeded in 24-well plates and transfected
with the target plasmid (AbAIF3-pCDNA — 1 ug) as mentioned in
Section 2.3., after the cells reach ~80% confluency. Cells were then
subjected to standard colorimetric MTT assay. Briefly, HEK293T
cells were treated with 50 pL of MTT reagent [2 mg/mL in phos-
phate buffered saline (PBS)] 24 h post-transfection and incubated
for 3 h. Thereafter, the plate was centrifuged for 10 min at 2000 rpm
and the supernatants were aspirated. Subsequently, the remaining
formazan crystals in each well were dissolved in di-methyl sulf-
oxide (DMSO) and the optical density (OD) was measured at
540 nm in order to quantify the amount of formazan in the final
solution. Finally, the viability of transfected, mock controls (empty
PCDNA3.1/HisC) or transfection controls (no vector) was deter-
mined by comparing these values to that of the un-transfected
control, which was set at 100% viability. These assays were car-
ried out in triplicate to ensure the credibility of the results.

2.5. Determining the induction of apoptosis

To determine the potential apoptotic activity of ADbAIF3,
HEK293T cells were transfected with the AbAIF3-pCDNA construct
and the cells were analyzed by flow cytometery. Briefly, HEK293K
cells were seeded in 6-well plates and transfected with 6 ug of
AbAIF3-pCDNA or pCDNA 3.1.His-C empty vector (mock control
experiment), as described earlier. The cells were analyzed with a
FACSCalibur flow cytometer (Becton Dickenson; San Jose, CA) at
24 h post-transfection after staining with annexin-V FITC (R&D
systems). Herein, cells were initially fixed in 1 U/mL of RNaseA
(DNase-free) and 10 pug/mL of propidium iodide (Sigma) overnight

in dark at room temperature. The cells were then washed with PBS
prior to the annexin-V staining. In addition to the mock experi-
ment, two other control experiments were carried out by trans-
fecting HEK293T cells in the absence of vector (transfection control)
or in the absence of treatment (un-transfected control). All of the
experiments were triplicated to ensure the credibility of outcomes.

2.6. Shellfish rearing and tissue extraction

Healthy abalones (~50 g) were purchased from the Youngsoo
commercial abalone farm in Jeju Island, Republic of Korea. Abalones
were reared at the Marine Science institute of Jeju National Uni-
versity, in 250 L flat-bottom tanks filled with sand—filtered
seawater (salinity - 34 + 0.6 psu and temperature - 20 + 1 °C) with
aeration, with 30 abalones per tank. Animals were acclimatized for
one week prior to experimentation and were fed with fresh marine
seaweed (Undaria pinnatifida). Four healthy animals were sacrificed
to collect the hemolymph from the pericardial cavities using ster-
ilized syringes and the samples were immediately centrifuged
(3000 x g at4°C for 10 min) to harvest the hemocytes. Tissues from
the adductor muscle, mantle, gill, hepatopancreas, digestive tract,
and brain were collected from four animals, frozen in liquid nitro-
gen and stored at —80 °C for future use.

2.7. Immune stimulation experiment

Healthy abalones with an average size of 8 cm were stimulated
with pathogen-derived chemicals. A group of 30 abalones were
intramuscularly injected with 100 uL (500 pg/animal) of lipopoly-
saccharide (LPS) in saline, which equates to a dose of approximately
10 mg/kg (E. coli 0127:B8; Sigma—Aldrich). Another group (30 an-
imals) was injected with 100 pL (10 pg/ul) of poly-
inosinic:polycytidylic acid (poly I:C) (Sigma—Aldrich) in saline. Two
additional groups of abalones served as uninjected control (10
abalones) and injected control (30 abalones), where the latter was
injected with the equal amounts of saline. Hemolymphs were
extracted and the hemocytes were collected from both the control
groups and the challenged groups at respective time points
(described in Section 2.5). Total RNA was extracted from the cor-
responding tissues and cells from at least four animals and used for
cDNA synthesis.

2.8. RNA extraction and cDNA synthesis

Total RNA was extracted with Tri-Reagent™ (Sigma—Aldrich)
from abalone adductor muscle, mantle, gill, hemocytes, digestive
tract, hepatopancreas, and brain from four abalones, as well as from
the collected hemocytes of immune-stimulated abalones (4 ani-
mals at each time point). Concentration was determined by
measuring the OD at 260 nm in a UV spectrophotometer (Bio-Rad,
USA). Purified RNA samples were diluted to 1 pug/uL and subjected
to cDNA synthesis through reverse transcription PCR using the
PrimeScript™ cDNA Synthesis Kit (TaKaRa), according to the
manufacturer's instructions. Finally, newly synthesized cDNA was
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diluted 40-fold (800 pL total) before being stored at —20 °C until
further analysis.

2.9. Quantification of mRNA expression

Basal transcript levels in extracted tissues from healthy abalones
and temporal transcriptional modulation in hemocytes from
immune-challenged animals were evaluated by quantitative PCR
(gPCR) using the corresponding cDNAs as a template. Reactions
were performed using the Dice™ (Real Time System TP800;
TaKaRa, Japan) thermal cycler in a 10 pL reaction volume that
contained 3 pL of diluted cDNA, 5 pL of 2 x TaKaRa Ex-Taq™ SYBR
Green Premix, 0.4 pL of each primer (AbAIF3-qF and AbAIF3-gR)
(Table 1) and 1.6 pL of nuclease free H,0. qPCR was carried out
under the following conditions: 95 °C for 10 s, then 40 cycles of 5 s
at95°C,10sat 58 °Cand 20 s at 72 °C, and a final cycle of 95 °C for
15 s, 60 °C for 30 s and 95 °C for 15 s. The baseline was set auto-
matically by the Dice™ thermal cycler Real Time System Software
(Version 2.00) (TaKaRa, Japan). AbAIF3 expression was determined
by the Livak (2724%) method [39]. The same qPCR cycle profile was
used for the internal control gene, abalone ribosomal protein L5
gene (GenBank ID: EF103443), using corresponding primers
(Table 1) which did not show any significant expressional variation
within each tissue under provided experimental conditions. Assay
was employed according to the essential MIQE guidelines [40].
Expression levels were analyzed in triplicated qPCR assays, and all
of the data was presented as relative mRNA expression by calcu-
lating the mean + standard deviation (SD). The transcript levels
that were detected following each stimulant were compared with
the expression levels of the internal reference gene, and further
normalized to the expression levels of the corresponding saline-
injected controls at each time point post-injection. In addition,
the relative transcript level of an un-injected control (0 h) group
was defined as the basal expression level in each experiment. We
used a two-tailed unpaired t-test to determine the statistical sig-
nificance (P < 0.05) between each experimental group and the un-
injected control group.

3. Results and discussion
3.1. Sequence profiles and comparison

We identified a cDNA sequence of 2222 bp, which showed ho-
mology to the known AIF3 homologues and harbored a 1752 bp
open reading frame (ORF) that encoded for a 583 amino acid
sequence with predicted molecular mass of 63.14 kDa and a theo-
retical isoelectric point of 6.55. Sequence details were deposited in
the NCBI-GenBank sequence database under the accession number
KP973857. As indicated by the outcomes of our in silico analysis,
AbAIF3 showed the characteristic domain architecture of known
AlF3s, including the N-terminal Rieske, the 2Fe—2S cluster binding
domain (residues 59—153) harboring (2Fe—2S) cluster binding sites
(residues 98, 100, 101, 117, 120 and 122) and the pyridine
nucleotide-disulphide oxidoreductase signature (Pyr-redox; resi-
dues 318—-399) (Fig. 1). However, we could not identify a MLS
sequence at the N-terminal region of the protein during our bio-
informatic analysis, which is a commonly identified feature of
vertebrate AIF homologues. As expected, in a pairwise sequence
comparison with its known homologues, AbAIF3 had the highest
sequence identity (60.8%) and similarity (72%) with its molluscan
counterpart, Pomacea canaliculata (apple snail) (Table 2). Intrigu-
ingly, AbAIF3 showed a greater degree of sequence identity with
vertebrate AIF3s than the other invertebrate homologues that were
analyzed during comparison, such as Crassostrea gigas (Pacific
oyster) and Bactrocera dorsalis (Oriental fruit fly) which deserves

Disk abalone MGKKHSKFDINPAASTVTTTTAPSSQARTGGTYLVTEENGS 42
Apple snail
Human MGGCF SKPKPGAALPTVELKIEVVLPEKERGKEELSASGKGSPR-AYQGNGTARHFHTEE 59
Mouse MGGCF SKPKP-—-— VELKTEVVLPEKERGKEELSASGKGSPR-GYQGNGTARHFHAEE 53
Rock pigeon MKISF-—VP——-, AVEVKIEVVIPEKERSKEEMSPNGKASPL-IYKVNGTARHYHLEE 51
Frog MGGCF SKPKP——————VEVKVEVVLPEKEREKEEMSPNGKASPL-AYKANGTTRLYHHEE 53
Zebrafish MGGCL SKPKP—————- VEVKVELTLLDKEKEVDLMSPNGKASPFSECRPNGSLGHCSDED 54
Turtle
Fruit fly
Disk abalone  SSHQQPKSQTKMAANDVFVCNQGDLKDGEMREVEVAGG-KVLLTRDKGEYYAVGPKCTHY 101
Apple snail e MASGVETVVCKVND 1GEGDAKEVQ1GEH-TALLVKENGNLYAVGNKCTHY 49
Human RLSTPHPYPSPQDCVEAAVCHVKDLENGQMREVELGWG-KVLLVKDNGEFHALGHKCPHY 118
Mouse RLPTPQPYPSPQDCVEATVCHVKDLENGQMREVELGWG-KVLLVKDNGEFHALGHKCPHY 112
Rock pigeon HPIASNPYHNPKDVVEASVCHVKDLENGQMREVDLGCG-KALL IKEGGEFHAVGHKCPHY 110
Frog RPIVLNPYTNPKDVVEASVCHVKDLENGQIREVDLGCG-KALLVKQNGEYYAMGHKCPHY 112
Zebrafish S-MTLRPQRKNRDY IEASVCHIKDLENGQMREVDLGAG-RALL IKEHGEFFAMGHKCPHY 112
Turtle ——————MNDTEDSITEQVCQESEVADGELREVEVAGH-KVLLVRSKMEFSAVGSKCTHA 51
Fruit fly ———————MSEYTNAVEVCNIDDLQENEMKKFNFDENTQVLVIKQEGQITAIGNKCTHY 51
L HE R S
Disk abalone  GAPLANGVLCNGRVRCPWHGACFNVKTGDIEDFPGLNSLPTFEVSVRDS-KVYVKADAET 160
Apple snail GAPLSKGAYCNGVVRCPWHGACFNVKTGD I EDYPGLDSLPKFKVEVRSD-EVVVTANPED 108
Human GAPLVKGVLSRGRVRCPWHGACFNISTGDLEDFPGLDSLHKFQVKIEKE-KVYVRASKQA 177
Mouse GAPLVKGVLSRGRVRCPWHGACFNISTGDLEDFPGLDSLHKFQVKIEKE-KVTIRASKQA 171
Rock pigeon GAPLVKGVLSKGRVRCPWHGACFNISTGDIEDFPGLDSLPRFQVKIEKE-KVYIRASKQA 169
Frog GAPLVKGVLSKGRVRCPWHGACFNIATGD I EDFPGLDGLPKFQVK IEKE-RVYIRASKQA 171
Zebrafish GAPLVKGVLSKGHVRCPWHGACFNIATGD I EDFPGLDSLPTFQVRVEKE-KVIIRANKQA 171
Turtle GASLSKGVLAGNRLRCPWHGACFNIRTGDIEEYPTLDCLPCFKVRVEDG-KVFITAKKKD 110
Fruit fly GAPLHTGALGLGRVRCPWHGACFNTRTGD I EDFPGLDSLPCFMVRVENDGKVKLRAKRSD 111
sk ok k. Dikkblllllk ok KD TR KD ok ok ok Lk Dok
Disk abalone  VKKATRVKSMVK-———HVADNKQTFVLVGGGPATVECAETLRQEGFTGKVVIVTREKHL 215
Apple snail LKTSKRLKSMCR———-LDPRNKNTFVLVGGGAATATCAETLRQEGFTGRILVITKENNL 163
Human LOLQRRTKVMAKCI SPSAGYSSSTNVLIVGAGAAGLVCAETLRQEGFSDRIVLCTLDRHL 237
Mouse LQLQRRTKVMAKCISPSAGHSSSTNVLIVGAGAAGLVCAETLRQEGFSDRIVLCTLDRHL 231
Rock pigeon LQIQRRTKMMAKCISLSNYNLSSTNVLI IGAGAAGLVCAETLRQEGFSDRIVMCTMDRHL 229
Frog LLSQRRTKVMAKCIALSNYSTAITNILIIGAGPAGLVCAETLRQEGFSDRIVMCTSEKNL 231
Zebrafish LQTQRRSKVMSKCSAVINSSTGFSHVL I IGSGPAGLVCAETLRQEGFTDRIVICTTDKHL 231
Turtle LESDRRLKAMS----~ERCRSNENTMLLLGGGTAALVCAETLRQEGFTGRI IMVTKEKHV 165
Fruitfly LEKNKRLKNMVK-—-—-RDKNNKHS I VV1GGGPAAAVCVETLRQEGF SGRIVMLCREPCL 166
* * ok Cllk ok ok ok kollollolok | DLl : =2
Disk abalone  PYDRPKLS————KAMDIKPEAIALRDADFYKSHDIEIQMEKEVVSVDSSGKSVKFSDGG 270
Apple snail PYDRPKLS—————KAMSSSAEATALRKKEFYDEYGIEF TLGAEVTGVNTAKKKVTISDGS 218
Human PYDRPKLS-————KSLDTQPEQLALRPKEFFRAYGIEVLTEAQVVTVDVRTKKVVFKDGF 292
Mouse PYDRAKLS-————KSLDAQPEQLALRPKEFFRAYGIEMLTEAQVVTVDVRNKKVVFKDGF 286
Rock pigeon PYDRPKLKKWLFLQSMDSHPEQIALRPKEFFRTYDIEVLTEMQVAAMDIKNKTAVFKDGF 289
Frog PYDRSKLS—— KSMDSQAEQIFLRSKEFFHTYDIEVLTETQVVSVDTKNKIVMFKDGF 286
Zebrafish PYDRPKLS———-1 KSLESTAEQLQLRSSDFFQMHDIEVLLEKEVVSVDVKTHTVTFRDGF 286
Turtle PYDRTQLS-----KAMDKTLES1YLRQQDFFEAHGVEVWTEKEVVSVDTQGQKAHFQDGA 220
Fruitfly PYDRIKLS-----KVLDLPIAKLEYRDSDFYAEYGIETMLGVEATKVDTTAKRVHCSNGT 221
bk Uk, - N T e Tk
Disk abalone  SVOFDKLLIATGGKPRTLPIPGLDLONVCQLRTPGDANYIASAAQ-GKKVVIIGSSFIGH 329
Apple snail TISYNALLLATGGRPRTMT IPGQDLKNICVLRTPEDANY IAANSE-GKNVVIIGSSFIGM 277
Human KLEYSKLLLAPGSSPKTLSCKGKEVENVFTIRTPEDANRVVRLAR-GRNVVVVGAGFLGM 351
Mouse KLEYSKLLLAPGSSPKTLTCKGKDVENVFTIRTPEDANRVLRLAR-GRNAVVVGAGFLGM 345
Rock Pigeon KMEYNKLL IATGNTPKALSCKGKEVENVFNIRTPEDANRVVKLAT-SKNVVVVGASFLGM 348
Frog RMEYNKLLIATGSTPKTLTCKGKELDNVITIRTPEDANKVVRLAS-SKNAVIVGASFLGM 345
Zebrafish KMEYRKLF IATGSRPKPLSYKGKDVGNVFHLRTPEDANSIVTLAS-SKNAVI IGTSFIGM 345
Turtle FQRYDQLLTATGSSPRQLQCPGSDLENVCSLQTPEDAKRILHLAT-GKRVVILGASFIGM 279
Fruitfly EYKYDQLF IATGLNARRPNLPGVDLKNVFTVRTHEDAKATSAALTPETNLVCVGGSF 1AM 281

*Iik okl * DDokD Ilk ookl D Lok Dk kD ok

Fig. 1. Multiple sequence alignment of AbAIF3 with some of the known AIF3 coun-
terparts. Rieseke domain signature and Pyr-redox signature was underlined and boxed
on ADbAIF3 sequence, respectively. Conserved (2Fe-2s) cluster binding sites were
shaded in gray color. Completely and partially conserved residues among the se-
quences were indicated by (*) and (.) or (:) signs.

further investigations. However, this comparison validates that
AbAIF3 shares more sequence identity with AIF3 than the rest of
the AIF homologues (AIF1 and 2). According to our multiple
sequence alignment, the predicted 2Fe—2S cluster binding sites
that were identified in AbAIF3 were highly conserved amongst the
other homologues that were used in the analysis, prefiguring the
functional homology of AbAIF3 with known AIF3 counterparts

(Fig. 1).
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Disk abalone  [EVASCLAEKAESVSVVDLIKVPFQLTLGDKVGAALQKNHEDKGVKFYFERSVKEFVGE-D| 388
Apple snail  EVTSCLVEKAKSVSVVDLIKVPFQLALGQQVGSVLQKNHEDKGVKFYFERGIKEFRGE-D 336
Human EVAAYLTEKAHSVSVVELEETPFRRFLGERVGRALNKMFENNRVKF YNQTEVSELRGO-E 410
Mouse EVAAYLTEKAHSVSVVELEETPFRRFLGERVGRALNKMFENNRVKF YNQTEVSELRAQ-E 404
Rock pigeon  EVAAYLTERAHSVSVVELEEVPFKKFFGERVGRAVMKMFESNRVKFYHQTEVSELREQ-E 407
Frog EVAAYLCEKAHSVSVVELENIPFKKFLGEKVGLAIMKMFENNRVKF YHQTEVSELREQ-E 404
Zebrafish EVAAALTDKAHSVSV 1G1EAVPFRKAL GEKVGKALNKLFESNRVKF YMLNEVWENRGH-N 404
Turtle EVAAFLSDKAST I CVVGRGEF PFOAVL GPQVGGVAMKMLONKRVKF YNKAE I SELRGE-N 338
Fruitfly EMAAALVSKVKTVTLIFSGDYPF-ALFGEAVGQLFFNLYREKGI INKNHSQLTELYGNSE 340
L JROaR SN *k Ik Rk P R Dok .
Disk abalone  [GKVTEAILSDGTKLEADLCVLGIGVVPATDFLKDSGITHTTRGF ITVDKSLTNHADIYA 448
Apple snail  GHVTHAVLSDDTTLAADLCVLSIGVVPATDFLKDSSIKHTDRGFVTVDKYNKTNOSGVFA 396
Human GKLKEVVLKSSKVVRADVCVVG I GAVPATGFLRQSGI GLDSRGF IPVNKMMQTNVPGVFA 470
Mouse GKLOEVVLKSSKVLRADVCVLGIGAVPATGFLRQSGI GLDSRGF IPVNKMMQTNVPGVFA 464
Rock pigeon  GKLKEVVLKSGKVLRADVCVVGVGAVPATGFLKGSGINIDSKGF IVVNKMHQTNIPGVFA 467
Frog GKLKEVVLKSGKVLRADVCVIGIGASPTTGFLKQSGVALDSRGY IPVNKMMQTNIPGVFA 464
Zebrafish GOLKEVVLKSGKVLRADVCV1GIGSSPATAFLKQSGVHIDSKGF IPVNKTHQTNIDGVFA 464
Turtle RKVTEAVLASGETLPADVVVVGIGVTSNSGFLKDTSIALDRRGAILVDLFMQTNVPRVFA 398
Fruitfly GAVNEVELTNGSKLSCDVVVLGTGSTFTTNFLEQSGIHVNRDGS INTDMHLMTNIVDVYA 400
5 e W Dokl kD X IR * 1.0 1 kK Lik
Disk abalone  [AGDIVEFPLFTAGDQQANIGHWQHAHOHGHTAALNMLGKTTEVHSIPYFWTVQYGKSVRY 508
Apple snail  AGDIVEFPLFLNSNQOSNAQHHWQMAHQHGRIAALNMLNKKVE IHSVPFFWTVMYGKSVRY 456
Human AGDAVTFPLAWRNNRKVNI PHHQMAHAGGRVAAQNNLAQEAENSTVPYLWTANFGKSLRY 530
Mouse AGDAVTFPLAWRNNRKVNI PHHQMAHAGGRVAAQNNLAQEAE INTVPYLWTAMFGKSLRY 524
Rock Pigeon  AGDAVTFPLALRNNKKVNVPHHOMAHMHGRVAALNMLAHGVE ISTVPYLWTAMFGKSIRY 527
Frog AGDVVTFPLAFRNNKKHNVPHWQMAHNOGR AALNMLAQGTE INTVPYLWTANFGKSIRY 524
Zebrafish GGDVVTFPLGLRSNKKVNIPHHQMAHVHGRLAALG INGKASDIKTVPYFWTAMFGKSIRY 524
Turtle AGDVTSFPVTLFGGTTAT IRHHQMAQAHGHI AALNMLKKQKALHTVPFFWTSLLGKSIRY 458
Fruitfly GGDIANAPILAAANQRGCVGHIQLAKYHGRVAALNNTGT I EDLRAVPFFFSMVFGKGIRY 460
B - I N * kDD kD k] ¢ ekl ¥k, ¥k
Disk abalone  TGYGPGYDDVVVHGDLEAPKFVAFYTKGE-TVVAVASLAFDPIVSQAAQLMLNGGTITKE 567
Apple Snail  TGYGHGYDDIVVHGDLSAPQFAAFYTKGD-KVVAVASLAFDPIVSQAASLMEKGDTILKF 515
Human AGYGEGFDDV1 1QGDLEELKFVAFYTKGD-EVIAVASHNYDP IVSKVAEVLASGRAIRKR 589
Mouse AGYGEGFDDV I 106DLEELKFVAFYTKSD-EVIAVASHNYDPIVSKVAEVLASGRAIRKR 583
Rock pigeon  AGHGEGFDDVVIQGDLDELKFVAFYTKSD-EVVAVASHNYDPIVSKVAEVLAAGRTIRKR 586
Frog AGHGEGFDDV1 106D IDELKFVAFYTRND-EVIAVASHNYDP IVSKVAE INASGKTIRKR 583
Zebrafish AGYGDGFDDVV I QGDLDELKFVAFYTKSE-EVVAVASHNYDP IVSRVAEVFGSGKTIRKR 583
Turtle AGYGKGYTDTVVKGNLEQLKFLVFYIKDD-YVIAVASLNFDPMVSLVAEVHYSGROISKA 517
Fruitfly AGYG-MFSDVL IKGDLEAFKFVVYYLDDHGNVISVLSIGHDPVVAQFAEL ISQGKRLHRS 519
DRIk D ok DIDkID, Tk Ik *D0k kD kkDkD ok 11 % [ ]
Disk abalone  EIK DDPKSHTSRLOKF 583
Apple snail  EIQ-—--—NDPKSHVGRLKOKL-———- 532
Human EVE-——-—TGDMSHLTGKGS-————-—— 604
Mouse EVELFMLHSKTGDMSHLTGKGS-———— 605
Rock pigeon  DVE-———TGDMSHLTGKGS-———— 601
Frog DVEIFVCHGKTGDISHLTGKGS-——————— 605
Zebrafish DVE-——-—TGDMSHLIVKGSQ————— 599
Turtle EAQ SSDITHNKQA 530
Fruitfly HIE-———-NGDNHLEWTRMLOEKKARVPCDC 545

Fig. 1. (continued).

3.2. Phylogenic relationships

According to our phylogenetic reconstruction, the three types of
AlFs clustered in closely-related albeit separate clades where
AbAIF3 was grouped with AIF3 homologues, as expected (Fig. 2).
Moreover, AbAIF3 was clustered with the apple snail AIF3 with a
satisfactory bootstrap support (63) forming a sub-clade, reinforcing
the observed sequence identity between these homologues. How-
ever, the molluscan AIF3 homologue from the pacific oyster
diverged from the aforementioned sub-clade, reflecting an evolu-
tionary distinct relationship with the other two molluscan homo-
logues. Nevertheless, all three molluscan AIF3 homologues were
grouped together in a separate clade, illustrating that they shared
an ancestral origin that diverged from the clade of vertebrate AIF3s
(Fig. 2). Intriguingly, molluscan AIF3 homologues showed a rela-
tively closer evolutionary relationship with vertebrate AIF3s than
insect AIF3s (fruit fly). On the other hand, some of the insect ho-
mologues of AIF1 (termites and ants) shared a closer phylogenetic
relationship with vertebrates than its invertebrate homologues
(pacific oyster AIF1). Collectively, these data clearly demonstrate
that AbAIF3 is a member of the AIF3 family and is more closely
related to its vertebrate homologues.

3.3. Apoptotic property of AbAIF3

Cell viability of HEK293T cells after transfection with AbAIF3-
pCDNA was measured by MTT assay. Expression of AbAIF3 at
mRNA level in HEK293T cells were confirmed by semi quantitative
PCR using AbAIF3gF and AbAIF3qgR primer pair (Table 1; data not
shown), using human beta actin gene as an internal reference
(Gene bank ID: DQ407611). According to the viability percentage
that was determined relative to the un-transfected control, re-
combinant AbAIF3-pCDNA vector transfected cells showed signifi-
cantly lower (63%) viability (Fig. 3). As expected, the cells used in
the mock control experiment or transfection control experiment
did not demonstrate any significant viability difference (100% and
94% viability, respectively) than that of the un-transfected controls,
which confirms that the transfection procedure and vector back-
bone did not affect cell viability (Fig. 3). Collectively, the data sug-
gests that the AbAIF3 protein is expressed in live animal cells and
can potentially induce apoptosis.

After transfecting the AbAIF3-pCDNA recombinant vector into
HEK293T cells, the cells were analyzed by flow cytometry after
staining with annexin-V. Our results showed that the cells trans-
fected with the recombinant vector had substantial annexin V
staining (44.7 + 2.3% out of total cell population) compared to the
controls, demonstrating that a significant portion of HEK293T
might have undergone apoptosis (Fig. 4A — upper panel and
Fig. 4B), since annexin V can easily bind phosphtisylserines which
are commonly expressed on surface of cells undergoing apoptosis
[41]. As expected, the cells in the mock control experiments and
transfection control experiments were stained by annexin-V,
similar to the un-transfected control experiments (16.05 + 1.5%,
17.81 + 1.4% and 17.29 + 1.2%, out of total cell population, respec-
tively). These data corroborate that the transfection procedure and
vector backbone did not significantly alter cell viability. When we
use our light microscope to examine the cellular morphology
before staining with annexin V, as expected the cells treated with
AbAIF3-pCDNA recombinant vector displayed decreased cell
number with some apoptotic shrinkage compared to the control
experiments, reinforcing the outcomes of our flowcytometric
analysis (Fig. 4A — lower panel). Overall, this experimental evi-
dence clearly confirms that AbAIF3 plausibly induce apoptosis in
live animal cells.

3.4. Tissue specific mRNA expression

As detected by qPCR, AbAIF3 mRNA was found to be ubiquitously
expressed in all the examined tissues, although the most pro-
nounced expression was observed in digestive tract tissues. Univer-
sal expression of AbAIF3 in physiologically important tissues suggests
that it has an important role in abalone physiology since AIF3s are
known to be involved in cellular apoptosis, mitochondrial meta-
bolism and redox balance in animals (Fig. 5). Similarly, human AIFL
(AIF3) was reported to be constitutively expressed in multiple and
physiologically important organs, including the brain, colon, heart,
kidney, liver, lung, muscle, pancreases, placenta and small intestine
[17]. Generally, the digestive gland of aquatic, as well as terrestrial
mollusks are involved in the accumulation and detoxification events
of the toxicants (i.e., metals), which in turn trigger apoptosis [42].
AlFs are also known to play a role in lethal responses to excitotoxins
[24]. Therefore, it is not unlikely to expect pronounced expression of
AlFs, including AIF3, in the digestive tract of abalones.

3.5. Transcriptional responses to the immune stimulation

In order to evaluate the apoptotic potential in abalones in
response to pathogenic stress, expressional modulation of AbAIF3
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Table 2
Percentage identity and similarity of AbAIF3 shared with known AIF counterparts.
Organism Protein Accession number Amino acids Identity (%) Similarity (%)
1. Pomacea canaliculata (Apple snail) AIF3 AFQ23946 532 60.8 72
2. Danio rerio (Zebrafish) AIF3 NP001121885 599 47.7 66.4
3. Chelonia mydas (Green sea turtle) AIF3 EMP37830 530 47.3 64.3
4. Homo sapiens (Human) AIF3 NP001139760 604 47 66.7
5. Xenopus laevis (African clawed frog) AIF3 NP001081029 605 46.2 65.8
6. Bos taurus (Bovine) AIF3 NP001039746 598 45.8 66.1
7. Columba livia (Rock pigeon) AIF3 EMC76958 601 45.8 66.1
8. Mus musculus (Mouse) AIF3 NP001277999 605 45.7 65.3
9. Crassostrea gigas (Pacific oyster) AIF3 EKC20321 890 40.1 50.1
10. Ceratitis capitata (Mediterranean fruit fly) AIF3 JAB99107 545 38.6 58.5
11. Bactrocera dorsalis (Oriental fruit fly) AIF3 JAC46086 660 36.9 54.7
12. Mus musculus (Mouse) AIF1 NP036149 612 23 41.2
13. Homo sapiens (Human) AIF1 NP004199 613 228 40.5
14. Gallus gallus (Chicken) AIF1 NP001007491 591 224 40.4
15. Danio rerio (Zebrafish) AIF1 NP956396 613 22 40.6
16. Harpegnathos saltator (Ant) AIF1 EFN81142 655 21.2 40.3
17. Drosophila melanogaster (Fruit fly) AIF1-A NP608649 674 21 37.7
18. Ascaris suum (Pig roundworm) AIF1 ADY42032 717 20.6 36
19. Zootermopsis nevadensis (Dampwood termites) AIF1 KDR07550 719 203 36.3
20. Crassostrea gigas (Pacific oyster) AIF1 EKC36189 543 19.8 39.5
21. Drosophila melanogaster (Fruit fly) AIF1-B NP722765 739 19.8 353
22. Drosophila melanogaster (Fruit fly) AIF1-C NP001259907 738 19.7 35.2
23. Xenopus laevis (Frog) AIF2 NP001091397 374 18.8 31
24. Ictalurus punctatus (Channel catfish) AIF2 AHH43077 373 18.2 31.6
25. Danio rerio (Zebrafish) AIF2 NP001186939 373 18 30.5
26. Mus musculus (Mouse) AIF2 NP835159 373 16.9 30
27. Homo sapiens (Human) AIF2 NP001185625 373 164 319
100 f Human- AIF3 ]
84 [— Mouse - AIF3
100 Rock pigeon - AIF3
Lt Frog- AIF3
43
Zebrafish - AIF3
99 Turtle - AIF3 AIF3

Pacific oyster - AIF3
100 100 @ Disk abalone- AIF3
63-: Apple snail - AIF3
| — Mediterranean fruit fly - AIF3
100 L———— Oriental fruit fly - AIF3

Pig roundworm - AIF1

Frit fly - AIF isoform B

100|

72 Pacific oyster - AIF1
Termitie - AIF1

Ant- AIF1

Chicken - AIF1

100 Fruit fly - AIF isoform C

Fruit fly - AIF isoform A

AIF1

Human - AIF1
Mouse - AIF1

ﬁ:ﬂebraﬁsh - AIF2
Catfish - AIF2
Frog - AIF2 AIF2

69 Human - AIF2
100 E Mouse - AIF2

100

100
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Fig. 2. Phylogenetic reconstruction of AbAIF3 generated using different vertebrate and invertebrate AIF counterparts. The evolutionary relationship was evaluated using MEGA 5.0
software, following neighbor-joining platform, based on ClustalW protein sequence alignment. Corresponding bootstrap values are indicated on each branch of the tree. NCBI
GenBank accession numbers of each AIF counterpart used in the construction are listed in Table 2.
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Fig. 3. Effect of AbAIF3-pCDNA transfection on viability of HEK293T cells as deter-
mined by standard MTT assay. Data illustrate respective experiment. Error bars
represent the SD (n = 3). Viability (%) significantly different (P < 0.05) from negative
control was denoted by (% ).

was analyzed in hemocytes from abalones after being treated with
poly I:C or LPS so as to emulate a viral or bacterial infection,
respectively. Hemocytes in molluscs play a significant role in host
innate immune responses through their phagocytic and

(A)

Un-transfected control Transfection control

703

antibacterial activities, which in turn can trigger hemocytic
apoptosis as a subsequent defense response [6]. Thus, hemocytes
were selectively used to evaluate the transcriptional responses
against the induced pathogen stress.

After treating with Poly I:C, which is a well-known synthetic
viral double stranded RNA analog, AbAIF3 transcription was
significantly up-regulated from its basal level in the early phases of
the experiment [3 h, 6 h, 12 h and 24 h post injection (p.i.)] with
marked fold increases (~8 fold) at 6 h p.i. (Fig. 6A). However,
thereafter the transcript level was down-regulated at 48 h p.i. and
returned to its basal level at 72 h p.i. Apoptosis is considered one of
the basic host immune defense mechanisms against viral infections
and are trigged by the recognition of the infected agents, most
likely sensing through the pathogen associated molecular patterns
(PAMPs) by relevant pattern recognition receptors [43]. Thus, the
elevation of AbAIF3 basal transcription in response to Poly I:C
treatment suggests that it can induce apoptosis in abalone hemo-
cytes [44]. However, late phase down-regulation of AbAIF3
expression may be a representation of a mRNA turnover event [45]
in hemocytes in response to the changes of the cellular environ-
ment due to the poly I:C treatment, which was counterbalanced at
72 h p.i. and reached basal mRNA levels.

Upon the treatment of the well-known bacterial endotoxin LPS,
ADbAIF3 expression was significantly up-regulated at 12 h p.,
though significantly down-regulated at early (3 h p.i) and late

Mock control pCDNA-ADAIF3 transfection

Cell numbers

17.29

103 104

% Annexin V positive cells

Un-transfected Transfection Mock control pCDNA-ADbAIF3
control control transfection
Experiment

Fig. 4. Flow cytometric analysis of apoptosis induction in HEK293T cells by AbAIF3. (A) Annexin-V stained cell population was measured in each indicated experiment using flow
cytometery (upper panel) and morphology of the cells were examined by light microscopy (400 x) (lower panel) before Annexin V staining. Assay was triplicated and affirmed the
credibility of the outcomes. (B). Percentage of Annexin V stained cells out of total cell population, corresponding to the each experiment as detected by flowcytometery. Different

letters represent statistically different staining levels (n = 3; P < 0.05).
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Fig. 5. Tissue-specific mRNA expression of AbAIF3. Br-brain, Dt-digestive tract, Gi —
gill, Hm — hemocytes, Hp — Hepatopancreas, Mt — Mantle and Ms —adductor muscle.
Expression fold-changes of mRNA expression detected by qPCR and evaluated by the
2-24CT method using disk abalone ribosomal protein L5 gene as the reference gene are
presented as relative to that in Hp. Error bars represent the SD (n = 3).

phases (48 h p.i.) of the experiment (Fig. 6B). Overall, transcript
levels of AbAIF3 fluctuated in response to LPS throughout the time
course. Production ROS is a primary and immediate immune
response in animals infected with bacteria, which can be triggered
through PAMPs [46,47]. Nevertheless, AlFs appear to play an
important role in scavenging ROS to maintain the redox homeo-
stasis in cellular environments [11,48]. Therefore, the initial
repression in AbAIF3 expression may likely be an immune response
that maintains a high ROS level in cells after sensing LPS. However,

>
.
(-]

Relative mRNA expression
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0 3 6 12 24 48 72
Time post injection (h)

=]

Relative mRNA expression
N

0.5 1 i
0 4 T

0 3 6 12 24 48 72
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Fig. 6. Temporal modulation of AbAIF3 transcription in hemocytes upon immune
stimulation with (A) lipopolysaccharides (LPS) and (B) poly I:C, as measured using
qPCR. The relative expression was calculated using the 222" method. Disk abalone
ribosomal protein L5 gene was used as the reference gene, further normalizing to the
corresponding saline-injected controls at each time point. The relative fold-change in
expression at 0 h post-injection was used as the baseline. Error bars represent SD
(n = 3); expression levels significantly different from that of un-injected control were
denoted using .

when AbAIF3 expression was elevated, the excessive levels of ROS
may be counterbalanced by the expressed AbAIF3 in the cells. On
the other hand, the detected up-regulation may represent a po-
tential AbAIF3 mediated apoptotic process, since apoptosis can be
induced by recognizing LPS-like PAMPs through PRRs, like TLRs
[49]. However, similar to the poly I:C treatment, the late phase
down-regulation may reflect a mRNA decay due to the effect of the
endotoxin in the cells. Altogether, expressional modulation of AbAIF
upon the treatment with two different chemicals suggests that its
putative significance in host innate immune responses against
microbial invasions, which deserves further investigations.

4. Conclusion

A homologue of AIF3 (AIFL) was identified from disk abalone
and characterized at molecular level. Our basic bioinformatic
analysis ascertains that AbAIF3 is a member of AIF family by
detecting important characteristic signatures of AIF family.
Comparative sequence analysis further supports the notion that
AbAIF3 is homologous to other known AIF3s. Moreover, it has a
close evolutionary relationship with molluscan homologues, fol-
lowed by vertebrate homologues. Using a cellular approach, in vitro
apoptotic properties of AbAIF3 were confirmed by using flow
cytometry. In addition, ubiquitous tissue-specific basal expression
of AbAIF3 was detected using qPCR, which further demonstrated
that there was a significant modulation of its basal transcript levels
in response to PAMP-mediated immune stimulation in hemocytes.
Collectively, our findings indicate that AbAIF3 is a pro-apoptotic
protein in abalones and is likely to be involved in host innate im-
mune responses.
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