Developmental and Comparative Immunology 105 (2020) 103608

Contents lists available at ScienceDirect

DEVELOPMENTAL &
COMPARATIVE
IMMUNOLOGY'

Developmental and Comparative Immunology -

v:

%

=

journal homepage: www.elsevier.com/locate/devcompimm

The proinflammatory cytokines TNF-a and IL-6 in lumpfish (Cyclopterus R
lumpus L.) -identification, molecular characterization, phylogeny and gene %
expression analyses

Havard Q@ritsland Eggestgl”, Harald S. Lunde, Gyri Teien Haugland™

Department of Biological Sciences, Bergen High-Technology Center, University of Bergen, PO Box 7803, NO-5020, Bergen, Norway

ARTICLE INFO ABSTRACT

Keywords: The proinflammatory cytokines TNF-a and IL-6 are important mediators of inflammatory reactions and or-
Proinflammatory cytokines chestrators of the immune system in vertebrate. In this study, we have identified TNF-a and IL-6 in lumpfish,
Lumpsucker molecular characterized them at mRNA and gene level, performed homology modelling and measured their gene
Tumor necrosis-factor expression in different tissues and upon in vitro stimulation. A comprehensive phylogenetic analysis of TNF-a
Ié;;i:‘;zh teleost sequences give novel insight into the TNF —a biology. Interestingly, we identified two isoforms of luIL-6.
Teleost In normal tissue and leukocyte, the level of JuTNF-a transcripts was higher than IuIL-6. The expression pattern
Phylogeny were parallel, except for brain, eye and gonad, and they displayed a similar induction pattern upon exposure to
Innate immune system PAMPs, being most highly upregulated by flagellin. This is the first in-depth characterization of TNF and IL-6 in
Responses lumpfish. In recent years, lumpfish has become an important species for the aquaculture industry and estab-
PAMP lishment of qPCR-assays of [uTNF-a and lulL-6 provide a valuable tool to measure effect of immune modulation,
PRR such as vaccination, microbiological disease and physiological trials. Lumpfish is also interesting for comparative

Tissue dependence
Genomic organization

studies as it represent a phylogenetic group that is poorly described immunologically.

1. Introduction

Tumor necrosis factor alpha (TNF-a) is a pleiotropic pro-in-
flammatory cytokine involved in regulation of the immune response
and immune system homeostasis. Also, it is a major mediator of
apoptosis, cell proliferation and differentiation, and it is also involved
in sleep (Dubravec et al., 1990; Krueger et al., 1998; Warner and Libby,
1989; Young et al., 1987). TNF-a is expressed as a membrane bound
peptide that is enzymatically cleaved by TNF convertase (TACE), also
known as ADAM17. In mice (Mus muscelus) the biological active peptide
of TNF-a is a homotrimer with a molecular weight of 51.81 kDa. The
solved crystal structures (1.4 A resolution) of the mature murine TNF-a
has revealed important receptor binding surfaces at amino acid (aa)
30-34 and 144-147 and that one 2-propanol molecule, stabilized by
Tyr-119 in each monomer, is trapped inside the trimeric channel
(Baeyens et al., 1999).

TNF is an ancient gene identified and characterized in several in-
vertebrates, such as planarians, mollusks and arthropods (Hu et al.,
2019; Li et al., 2017; Qu et al., 2017), as well as in vertebrate species.
Among fish, TNF-a has been identified and characterized in salmonids
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(Bobe and Goetz, 2001; Zou et al., 2002), carp fishes (Eimon et al.,
2006; Grayfer et al., 2008; Saeij et al., 2003; Savan and Sakai, 2004;
Zhang et al., 2012), Japanese flounder (Paralychthys olivaceus) (Hirono
et al., 2000), gilthead seabream (Sparus aurata) (Garcia-Castillo et al.,
2002) as well as ayu fish (Plecoglossus altivelis) (Uenobe et al., 2007),
bluefin tuna (Thunnus orientalis and Thunnus thynnus) (Kadowaki et al.,
2009; Lepen Pleic et al., 2014), channel catfish (Icatalarus punctatus)
(Zou et al., 2003b), tilapia (Oreochromis niloticus) (Praveen et al., 2006),
turbot (Scophthalmus maximus) (Ordas et al., 2007) and rock bream
(Oplegnathus fasciatus) (Kim et al., 2009).

Several paralogs of TNF-a have been identified in teleosts. Hong
et al. (2013) divided between Type I and II, the former being structu-
rally similar to the ancient TNF-a, while the latter type II contained a
shortened pre-TACE extracellular stalk and two aa inserted between [3-
sheet 9 and 10. They showed that type I TNF-a is co-localized with TNF-
N and gabbrla in zebrafish, while type II TNF-a is co-localized with
SCAMI1L and gabbrlb. Furthermore, Hong et al. (2013) suggested that
type II can be heterofunctional as the shortened stalk possibly could
inhibit the TACE-action, leaving the type II in a transmembrane form.
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Moreover, they also speculated that this would leave type I as mainly a
secreted cytokine.

TNF-a is constitutively expressed in most examined teleost tissue.
Bluefin tuna (both Pacific and Atlantic), salmonid fishes and common
carp have at least two TNFa paralogs (Hong et al., 2013; Kadowaki
et al., 2009; Laing et al., 2001; Lepen Pleic et al., 2014; Saeij et al.,
2003; Savan and Sakai, 2004). Hong et al. (2013) observed a higher
gene expression of TNF-al (type 1) compared to TNF-a2 (type 1) and
TNF-a3 (type 2) in most examined tissues in rainbow trout. In Pacific
tuna, TNF2 (type II), but not TNF1 (type I), showed a tissue dependent
gene expression (Kadowaki et al., 2009). Lepen Pleic et al. (2014) did
not observe any tissue dependent gene expression of the TNF-a paralogs
in Atlantic tuna.

In a stimulation experiment in Pacific tuna, where head kidney
leukocytes (HKLs) were exposed to various pathogen-associated mole-
cular patterns (PAMPs), type I TNF-a did not exhibit any altered ex-
pression, while type II TNFa showed moderate upregulation by lipo-
polysaccharide (LPS), phytohemagglutinin, concanavalin A, pokeweed
mitogen and phorbol myristate acetate (Kadowaki et al., 2009). Most
examined teleost TNF-a are positively regulated by LPS. Other PAMPs
also induces TNF-a levels in vitro in teleosts, but consensus reduction or
induction patterns of non-LPS PAMPs in different species have not yet
been unveiled. This is likely due to the same PAMPs is not included in
the different studies. Recombinant teleost TNF-a exhibit pro-in-
flammatory properties, such as IL-1f is upregulated in all examined
species, trout TNF-a induce expression of IL-8, IL-17C and cox-2 genes
and rock bream HKLs display elevated capability of receptor-mediated
phagocytosis upon stimulation with TNF-a (Kim et al., 2009; Li and
Zhang, 2016; Zhang et al., 2012; Zou et al., 2003a). In an in vivo ex-
periment in tongue sole, elevated levels of IL-1, IL-6, IL-8, IL-27, Toll-
like receptor (TLR) 9 and galectin-3-binding protein (G3BP) transcripts
were measured in kidney upon injection with a recombinant TNF
homologue (Li and Zhang, 2016). Further, Li and Zhang (2016) showed
that the receptor binding sites are essential for TNF function, as ob-
served in mammals.

IL-6 has both pro- and anti-inflammatory activities. It was first de-
scribed as a B cell stimulatory factor, capable of inducing differentiation
of B cells to plasma cells and have thereby been linked to antibody
production in vertebrates (Hirano et al., 1985, 1986; Kaneda et al.,
2012). In mammals IL-6 function as a hepatocyte stimulating factor and
a capable inducer of acute phase proteins (Andus et al., 1987; Gauldie
et al., 1987).

IL-6 has been identified in several teleosts such as Japanese puf-
ferfish (Takifugu rubripes) (Bird et al., 2005), rainbow trout (Iliev et al.,
2007), olive flounder (Nam et al., 2007), gilthead seabream (Castellana
et al., 2008), zebrafish (Varela et al., 2012), orange-spotted grouper
(Epinephelus coicoides) (Chen et al., 2012), Atlantic halibut (@vergard
et al., 2012) and Nile tilapia (Wei et al., 2018). These studies report
varying tissue expression of IL-6. Studies using conventional PCR re-
ports some absence of IL-6 expression in certain tissues (Castellana
et al., 2008; Fujiki et al., 2003; Nam et al., 2007), while later, studies
utilizing quantitative PCR reports constitutive expression of IL-6. The
relative distribution of IL-6 is highest in lymphoid and central nervous
system (CNS) organs, and lowest in liver. In all examined teleosts, IL-6
contains 4 exons and 5 introns.

It has been reported that IL-6 elicits antibody production and reg-
ulation of differentiation of naive T helper (Tj,) cells into Ty,2 cells in
vivo in orange-spotted grouper (Chen et al., 2012). The involvement of
IL-6 in the promotion of antibody production has also been reported in
Nile tilapia (Wei et al., 2018) and Japanese pufferfish (Kaneda et al.,
2012). Several works reports IL-6 up-regulation after exposure to pa-
thogens in teleosts; Streptococcus agalactia in in vitro Nile tilapia, Ed-
wardisella tarda in in vivo olive founder and Vibrio anguillarum in in vivo
gilthead seabream (Castellana et al., 2008; Nam et al., 2007; Wei et al.,
2018). Up-regulation of IL-6 is also observed post stimulation with
several PAMPs in teleosts including LPS, bacterial DNA, peptidoglycan,
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Table 1
Used primers in this study.
Gene Direction  5’-sequence-3’ Application
RPS20 Forward  GGAGAAGAGCCTGAAGGTGAAG qPCR
Reverse GAGTTTTCCTGGTGGTGATGC qPCR
IL6 Forward GAAGACACGCCCACCGACAT qPCR
Reverse GCCCCGCCTGCTCCTCACCT qPCR
Forward GACCGGATGGCTGACGCAA Sanger
sequencing
Reverse ACCCAATTTCCACAAGGTAGTGCT Sanger
sequencing
TNFa  Forward ~ CCACACCACGTTGAGGCAGATCA qPCR
Reverse CCTTGACCGCTTCTCCACTCCA qPCR
Forward ~ GCTGGAAGCACCTGAAGACTCAGACAC  Sanger
sequencing
Reverse TTGTATCGTGTATGTTACGACCGCATA Sanger
sequencing
Table 2
qPCR assay performance.
Gene a Efficiency R"2 Ampl. size
RPS20 -3299 2,01 0,999 74
1L6 —3398 1,95 0,998 58
TNFa —3409 1,96 0,996 117

imiquimod and poly (I:C) (Bird et al., 2005; Castellana et al., 2008;
Chen et al., 2012; Varela et al., 2012; Wei et al., 2018; @vergard et al.,
2012).

Lumpfish is a representative of the poorly described phylogenetic
clade of teleosts, the Cottales. Furthermore, it is a novel species for the
farming industry in Europe (Powell et al., 2018). The production is
successful, but it suffers from high mortality due to bacterial diseases
caused by V. anguillarum, atypical Aeromonas salmonicida, Pasteurella sp.
and Pseudomonas anguilliseptica (Scholz et al., 2018; Walde et al., 2019).
Thus, immunological studies in lumpfish is interesting for both phylo-
genetic, comparative and applied science. In the current study, we have
characterized TNF- a and IL-6 in lumpfish. We have examined their
tissue - and PAMP dependent gene expression, performed phylogenetic
analyses and described their molecular properties.

2. Materials and methods
2.1. Identification of lumpfish (lw) TNF-a and IL-6

In a previous study (Eggestgl et al., 2018) we performed RNA se-
quencing and de novo transcriptome assembly of lumpfish leukocytes,
yielding a tri-layered database structure divided into contigs, genes and
transcripts. In the current study, we have used this transcriptome as our
database to search for TNF-a and IL-6 in lumpfish, and performed a
tBLAST-n search utilizing the human TNFa (P01275) and human IL6
(P05231) as our query sequences and chose the top gene ID among the
transcript hits. Among that gene ID, we performed a BLAST-X search on
all its transcripts against NCBI's non-redundant database and chose the
transcript ID with the highest BLAST score among the full-length se-
quences. Sanger sequencing (see 2.3) verified the sequences.

2.2. Bioinformatical analyses

The phylogenetic analyses included, in addition to the luTNF-a and
IuIL-6 sequences, all annotated teleost TNF-a and IL-6 sequences in
INSDC (Karsch-Mizrachi et al., 2018), human and mouse sequences,
and the top 100 hits of a tBLAST-n searches against INSDC's non-
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1 CACGGCTCCCGGTGGGTTCCAGGCTCTGGTAAAACTTTTCTTTCCCCCACCAGCTCGGTG 60
61 CTGCTGCTCGGTGCTGCTGCCTCACGCACTGTCTCCGCTTACAGAGTGACATCACTGGAG 120
121 TTTCCCATATGCAGAAGCAGCTGCCACAGCATAAATACTACGAGCTCTCTGGCAGAAGTT 180
181 CACTTTTAACACAACAGCAACACAAAGAGAGAAGTATTGACGCAGAGCTGGAAGCACCTG 240
240 AAGACTCAGACACAGTCCAGGGTTGAGTTTGTCCATTTTCTTCTACTCGTAGTAACTGTG 300
301 CACAGTATGGTGGCCTACACAACAGCACCAGGTGACGTGGAGATGGGCTTTGACCAGAGG 360
M v.A Y T T A P G D V E M G F D Q@ R
361 ATGGTGGTGTTGGTGGAAAAGAAGTCCTCCACAGGGCCCATGTGGAAGGTGGCCGTGGCC 420
M Vv L V. E KK S S T GG P M W K V A V A
421 CTTTTCATCGTGGCCCTTTGCCTGGGGGGAGTCCTGCTGCTGGCTTGGTACTGGACTGGA 480
L ¥ I V A L C L GG 66 V L L L A W Y W T G
481 AAGACCGACTTAAT@acggaccgtctgccttcatttaatcttttaaaagcttgtattc 540
K T D L M
541 tctgtacaaactgaacatttccgagtgaacatctctaatcaatgtgttttttctctccat 600
601 a o@ 2 CACAATCAGGCCACACAGAAGCTCTAATCAAGAATGACACTGCTGAGAAAACAGé 660
T @ S G H T E A L I K N D T A E K T
661 9gattatatgcatggttgatcaagaacaatgctttttgttttagctctacttagctctac 720
721 tctagtctttgtggattatttgagacccgctcacattggtcttcctctcctTCCCC 780
D P
781 ACACCACGTTGAGGCAGATCAGCAGCAAAGCCAAGGCAGCCATCCATTTAGAAG@gagt 840
H T T L R Q@ I S S K A K A A I H L E
841 catcgtgctcttggtcctgatcttggtgttcaaaagagactctttcttccactaaagtct 900
901 gttagtcaagttattcaatagcttcagtctatctatcattccgccttcctaataacattg 960
961 attaataaacaccctatggatgagaggcaacgtgctgcgaggctgcaactaacaacgctt 1020
1021 cttcttgctctgettee GCTGCGAAGAAGACAGCGAGGGGTTGCAAGGCCAGCTG 1080
G s C E E D S E G L Q G Q L
1081 GAGTGGAGAAGCGGTCAAGGCCAGGCGTTCGCTCAGGGCGGCTTCCGAGTGGAGAACAAC 1140
E W R S G Q G A F A Q G G F R V E N N R
1141 CGGATCGTCATCCCACACACCGGCCTCTACTTCGTCTACAGCCAGGCGTCGTTCAGAGTG 1200
Ir v I P H T G L Y F V Y S Q A S F R V C
1201 TCCTGCAGCGATGGCGAGGAGGAGGAGGCGGGCCGGCGCCACGCGCCTCTCAGCCACAGG 1260
s S D G E E E E A G R R H A P L S H R I
1261 ATCTGGCGCTACTCGGACTCCCTCGGCAGGAAAGCCTCGCTGATGAACGCGGTGAGGTCG 1320
W R Y s DS L G R KA AS UL MDNA AV R S A
1321 GCGTGTCAAAACACTGCCCAGGAGGAGAGCTACCGAGACGGACAGGGCTGGTACAACGCC 1380
A C Q N T A Q E E S Y R D G Q G W Y N A
1381 CCATTTACCTGGGCGCAGTGTTTCAGCTGCACAAAGGAGACCAAGTGTGGACGGAAACCA 1440
I Y L G AV F Q@ L H K G D Q V W T E T N
1441 ACCAGCTATCGGAGCTGGAGACCGAGGATGGCCGGACCTTCTTCGGCGTGTTTGCACTTT 1500
Q L $S E L E T E D G R T F F G V F A L *
1501 GAAACGACTCTTTTATGCGGTCGTAACATACACGATACAAAGCTCTGAATAGTGCCACGC 1560
1561 GTGTTGGCTTCGTGTTTAAACATTAAGTATGTTTTCTTAATTTATTTTTGTAGTATTATT 1620
1621 ATTCATCTCATGGTGATGGTAGAAAGGTTTAAATCTCAATGGAGATGAAGCGTGTAGCCA 1680
1681 AACAGGCGGAGTTTAAAAAACAATCCTATAAACTGTAACAGTTTGCAACATTTGTTTCTA 1740
1741 TTTTAGGCCCTTTTTGTACCTGACTGGAGATTGTCGTCTTTGCTGTGTCA 1800
1801 GCTCTTTACTGGAGAGTTAAGCTTCAATGACTATGTGCAGAACTATTATCACAACCTGTA 1860
1861 TGTATTTATTTGTATTGAAATCCTTGGGATTAGGTGTTAAAGAT(ETM 1920
1921 TATATACGTGCACATGAATTTAATTAAAATGCAAAAAGAAACAACAAAAAAAGTCACACG 1980
1981 TTTTTGTCACTATGGATGAACTCATTTCATAGCTATAGATATGAAACACAC 2031

Fig. 1. Nucleotide and deduced amino acid sequences for lumpfish TNF-a. gDNA specific sequence is represented with lower case, cDNA sequence is represented with
upper case and coding cDNA sequence is represented with bold. Introns are indicated by ellipses at both ends, AT rich elements are indicated by underlining, double
underlining indicates the polyadenylation signal, and the endotoxin responsive motifs are boxed.

redundant database using the lumpfish and zebrafish sequences as 2004) multiple sequence alignment (MSA) was conducted in order to
queries. In addition for TNF-a, the top 100 hits of a tBLAST-n searches identify and remove duplicate or inadequate (low quality, partial etc.)
against INSDC's non-redundant database using the Arctic char (Salve- sequences, yielding 178 TNF-a and 80 IL-6 sequences for the phylo-
linus alpinus) sequences as queries. A preliminary MUSCLE (Edgar, genetic analyses. Based on these sequences a MUSCLE MSA was made
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Fig. 2. Genomic organization of lumpfish TNF-a. The zero point is defined as start of peptide coding DNA sequence (CDS). Black boxes represent UTRs, white boxes
represents exons and lines represents introns. Numbers represents the number of nucleotides of the corresponding element and parenthesized numbers represent the

gene length.

and a maximum likelihood phylogenetic tree utilizing IQ-TREE
(Nguyen et al, 2015) with automatic model selection
(Kalyaanamoorthy et al., 2017) was constructed (Figs. 7 and 8 and
Supplementary Figs. S1 and S2). Bootstrapping was conducted with
100 000 replicates to assess clade support (Minh et al., 2013).

In order to compare the predicted amino acid sequence of luTNF-a
and lulL-6 and to identify conserved regions, a MSA was made using the
CLUSTALQ algorithm (Sievers and Higgins, 2014) in which the lump-
fish sequences were compared with TNF-a and IL-6 from all teleost
sequences fully characterized in the published scientific literature, in
addition to human and mouse sequences. In addition, for IL-6, the Ta-
naka's snailfish (Liparis tanakae) sequence were added. Identification of
the functional domains was performed by InterProScan (Jones et al.,
2014), using the entries from the SMART database (Letunic and Bork,
2018), with the following exceptions: TMHMM used for transmembrane
prediction (http://www.cbs.dtu.dk/services/TMHMM/), SignalP-5.0
for signal peptide prediction (http://www.cbs.dtu.dk/services/SignalP-
5.0/) and Peptide Cutter for enzyme cleavage site prediction (https://
web.expasy.org/peptide_cutter/). Prediction of molecular weight and
isoelectric point were performed by ExPASy tool Compute pl/Mw
(https://web.expasy.org/compute_pi/).

Scaffolds including luTNF-a and luIL-6 genes, were found by BLAST
searching the lumpfish genome with IuTNF-a and IulL-6 transcripts in
Galaxy (Camacho et al., 2009; Cock et al., 2015; Knutsen, 2018). In-
tron-exon boundaries were predicted by aligning cDNA and gene se-
quences and adjusting the introns according to the GT .... AG rule.
UTR's were determined by aligning the transcript sequences with the
predicted aa sequences.

The tertiary structure of the lumpfish sequences were modeled with
SWISS-MODEL (Waterhouse et al., 2018), and fit to murine crystal
structures (TNF-a - 2tnf.1.C and IL-6 - 213y.1.A). The models and
templates were displayed using ICM-Browser 3.8-7b © (MolSoft L.L.C.).

2.3. Sanger sequencing

Sanger sequencing was performed by amplifying the relevant
genomic DNA sequence through a high fidelity polymerase chain re-
action (PCR) in a 2720 Thermal Cycler (Applied Biosystems, California,
USA), using specific primers (Table 1) and Phusion High-Fidelity
polymerase (ThermoFischer Scientific) according to the manufactures
instructions. The DNA products were extracted from a 1% agarose gel
containing GelRed® (Biothium, Fremont, USA). The sequencing reac-
tion was run using the BigDye™ Terminator v3.1 (Applied Biosystems),
according to the manufactures instructions and sequenced using the
3730XL Analyzer (Applied Biosystems) at the DNA sequencing Facility
at the High-Technology Centre, Bergen, Norway.

2.4. Fish and rearing conditions

Farmed, unvaccinated lumpfish were provided by Vest Aqua base,
Norway. The fish were kept at the rearing facilities at the Aquatic and
Industrial Laboratory (ILAB), Bergen High-Technology Centre, Bergen,
Norway, under normal optimal rearing facilities at a temperature of
8-9 °C, salinity of 34%o and 12:12 h light:dark. The water flow were
300-400 1 per hour and the outlet water had a minimum of 77% oxygen
saturation. The fish were fed with commercial dry feed for lumpfish

(3 mm pellets).
2.5. Tissue sampling and homogenization

In order to study the normal gene expression in different tissues 16
tissues were collected from fish (n = 7) with an average size of
245.7 = 49 gand 18.1 = 1.1 cm,; skin mucus, skin, muscle, thymus,
gill filament, gill arch, tongue, liver, spleen, gonad, head kidney (left
lobe), heart, pyloric caeca, gut, eye and brain. Up to 40 mg tissue were
immediately put in 0.3 ml of fresh lysis buffer in FastPrep® Tubes (MP
Biomedicals, USA) containing 3 SS Metal Beads Lysing Matrix (MP
Biomedicals, USA) and homogenized in the 24x FastPrep-24™ 5G (MP
Biomedicals, USA). Additional 0.4 ml fresh lysis buffer was added after
homogenization, according to the manufactures RNA isolation protocol.
Isolation of total RNA and cDNA synthesis are described in Section 2.8.

2.6. Leukocyte isolation

For in vitro stimulation, leukocytes were isolated from peripheral
blood and head kidney from six lumpfish that weighed 282.7 = 56.5 g
and measured 18.5 * 1.1 cm. The fish were killed by a sharp blow to
the head. Leukocytes were isolated from peripheral blood (0.7 ml),
collected from vena caudalis, as described previously (Haugland et al.,
2012). Briefly, the blood was transferred to heparinized containers and
diluted to a total volume of 5 ml Leibovitz L-15+ (L-15 media without
1-Glutamine adjusted to 370 mOsm by adding 5% (v/v) of a solution
consisting of 0.41 M NaCl 0.33 M NaHCOj; and 0.66 5 (w/v) p-glucose)
supplemented with 100 pg/ml genatamicin (Lonza Biowhittaker Ver-
viers, Belgium), 10 U/ml heparin (Lonza Biowhittaker Verviers, Bel-
gium) and 15 mM HEPES (Sigma-Aldrich, St. louis, USA)). For isolation
of HKL, the anterior 1 cm of the right head kidney lobe was transferred
to a gentleMACS™ C tube (Miltenyi Biotec, Germany) containing 3 ml L-
15 + medium and dissociated by gentleMACS™ Dissociator (Miltenyi
Biotec, K6ln, Germany) on the default program D. After dissociation,
the cell suspension were placed on discontinuous Percoll gradients,
3 ml 1.070 g/ml Percoll™ (GE Healthcare, Uppsala, Sweden) solution
overlaid with 2.5 ml 1.050 g/ml Percoll solution, and centrifuged at
400 g and 4 °C for 40 min. The leukocyte fraction were transferred to a
new tube and washed once with L15 + media, centrifuged at 200 g and
4 °C for 10 min, resuspended in L15 + media and counted by CASY®
Modell TT cell counter (Innovatis AG, Reutlingen, Germany). All leu-
kocytes samples showed viability over 95% and low levels of ag-
gregation.

2.7. Leukocyte stimulation with PAMPs

Each leukocyte sample in the in vitro stimulation experiment was split
into eight wells in 24-well plates, each containing 4 x 107 leukocytes and
the following PAMPs: 0.3 pg/ml Pam3CSK4 (InvivoGen, San Diego, USA),
0.1 pg/ml FSL-1 (InvivoGen, San Diego, USA), 20 ug/ml Fla-BS
(InvivoGen, San Diego, USA), 50 ug/ml poly (I:C) HMW (InvivoGen, San
Diego, USA), 10 pg/ml ssPolyU/LyoVec™ (InvivoGen, San Diego, USA), 1
UM CpG-B: T*C*G*T*C*G*T*T*T*T*G*T*C*G*T*T*T*T*G*T*C*G*T*T*
(Eurogentech) or 1 puM GpC-B: T*G*C*T*G*C*T*T*T*T*G*T*G*C*T
*T*T*T*G*T*G*C*T*T* (Eurogentech), in a total volume of 500 ul of
L15 + media. To the non-stimulated control sample, L15 + was added
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Fig. 3. Multiple alignment of lumpfish TNF-a sequence with other reported teleost, human and murine TNF-a sequences. Cysteine residues is vertically shaded and
family signature is boxed in black. Receptor binding surfaces in mammals is boxed in grey. The transmembrane domain is horizontally shaded. The putative TACE
cleavage site are in bold type and indicated by arrowheads. Amino acid similarity percentage with lumpfish TNF-a is written as percentage at the end of the
respective alignment.

instead of PAMPs. The plates were covered by Microseal® ‘B’ seal Seals
(Bio-Rad, United Kingdom) and incubated at 15 °C. After 18 h, the su-
pernatants were transferred to Eppendorf tubes and centrifuged at 400 g in
10 min at 15 °C. To both the wells and cell pellets 250 pl of lysis solution
for total RNA kit (Sigma-Aldrich, St. Louis, USA) were added and subse-
quently mixed. The lysates were stored at —80 °C.

2.8. Total RNA extraction and cDNA synthesis

Total RNA was isolated using GenElute™ Mammalian Total RNA
Miniprep kit (Sigma-Aldrich, St. Louis, USA) according to the manu-
facturer's instructions and treated by DNase I (up to 2500 ng RNA per
reaction) (Sigma-Aldrich, St. Louis, USA) according to the
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CAGAATTATATCGACTGTGTGTGTGTGTGTTGTGCGATTAACGTGTTCTATTATTTCCAA
TTATTGAAATAATAACTTGCCTGGAGCAGTTTATCCTTTAATTATCATTGTGATAATAAA
CATGTGCCAACTACATAAAAACACCATCAACCACAGACGGATGCCGGACCGGATGGCTGA
CGCAAGCCATTGAGTGTGTGCCTGTTGCAGGGAGGTGTTGGGAAGTCCCTCCGGTCTGAA
GAATATAAAATGACAGCTCATGGCACAGCCAACGCAACCTCTCCTGGCCCTCAGCATCAC
M A Q P T @ P L L A L S I T
CAGTGGAAGCTCAACAAGCGCCTCCCAGCAGCTCAACATGCCCTCTCAACTCA@@AAGCG
s G s $S T S A S Q @ L N M P S Q L S K R
CCGTTTCAGCCTGCGGTGCGCACGTCTCCCGCAGGTCTTCCTCTTTTCATTCATTCACGT
R F S L RL€ A R L P @@ V E L F S F I -H ¥
GTTTCCTCTCCGCA CCTGCTCTCTGCGGTGACGCTGGCCGCTCTGCTGCTGCACGC
F P L R TD/NL L S A V T L A A L L L H A
TTCCGGAGCTCCGGTCGAAGACACGCCCACCGACATGCCGGCAGGTGAGCCCTCAGGTGA
s GA PV EDT?PTDMUPAGE P S G E
GGAGCAGGCGGGGCCCTCTAACCTACTGAGCGTCTCACCCGTCTGGCACGCGGTCCTTGG
E @ A G P S N L s v S P V W H A V L G
CGCAACCAAACGCCACCAGAAGGA! agcggtttatcttccaggaaacgtcactgaac
A T K R H Q K E
tgagtttaaaaaaagatgtttactgtttcttatacgaggatgtccttatcgatacttaat
attcacactttctgagcatgtgtaaagtaaacaggcacaactgaccaactgatttattcg
ttaccactqi@TTTGAAGATGAATTCCAACATGAGTTGAAATATCATTTTCTGGAGAACT
F E D E F Q H E L K Y H F L E N
ACAAAGTATCCTCCCTTCCAGCAGGCTGCCCTCTCTCCAACTTCAGCAA tgcgtct
Y K v s S L P A G C P L S N F S K
cctccttecttgtececctgttacactgatataagaaactgggtaagcactgacggtaatct
tcttcectectcectecttcagGAGGCTTGTCTCCACAGATTGGCCCACGGCCTGCGTATTTAC
E A C L HR LA HGUL R I Y
ACAGTTCTTCTCAAGCATGTGGAGAAGGAGTACCCCGGCAACTTGATCTGCTCCGTGGTC
T v L L. KX H VvV E K E Y P G N L I C S V V
AAATACTACAGCGACCTCCTGATCAACCTGAGCAAAGACAA! ggtctgagatggatg
K ¥y ¥ S b L L I N L S K D K
ctcgtgcatttgtagcggtgttaatgagattgagatcctttgatcaagtacaagtagcaa
cactcaaataaaagtgcatcagcaatttacagtttagatcacgacttgatgttaattacc
tcgtaagaaattggattacatcctcaggttattattatgatacaacactgcttgttcatg
ttatccaactttcccttctgccccaTGAGGAACCCGGAACAGGTCACAGCACTGAC
M R N P E Q V T A L T
CAGCAGCCAGGAGGCGCAGCTGCTGGGGGGCCTCGATCACCTCGACGCCTTCCAGAGAAA
s S Q EA Q L L 6 G L D H L D A F Q R K
GATGACTGCACACAGCATCCTACGCCAGCTCCACCACTTCCTCGTCGATAGCAAAAGAGC
M T A H S I L R Q L H H F L VvV D S K R A
AATTACTAAAAGGGAGAATACCAAGGCAAGAATGGCAGACAGACTTTTGGCACCTATCAG
I T K R E N T K A R M A DI R L L A P I S
TTTCTATAACCAAAAGTTTAAAGACGAGATCATTCAAAAACATTTATAAAGCACTACCTT
F Y N Q K F K D E I I Q K H L *
GTGGAAATTGGGTGGTGTTGACACTGCTGCTGTTCTCACTCTGAAGTGTTTTATTTTAAG
AGGGGAATGATGGCTGTCCGTTTATTGGCAATCTATGATTGTGTAAATCTCAGAGGACTC
AGGGCCTGAGTTGGCCACTATTGTGCAACTTATTTAACCTATTTATACTTGGTGAAAAGT
TATTTATTAATCATAGTAAAGTCCATGATTGGGCGGTTCTTGCACTAAGTGCAATTTGTA
CTAGTGTTTTTATTTGTTATTACTTGAGGAGCATTGTTAAGACTACATTACTTTTTATAA
TACTTTGTTTTTGAGAAGTACACATTACAACAATAATTTACTGTTTACAGTATAATTTTG
TATCTACATTAAATTTGCAGTTGAATTAATTATAGTGTTTTGAGCTGTGTTTTGAACGCA
CATGACCAACAAGTGATTGGAATTAATATTTTGTACTCAATATTTTATACTCATGCAGAA
ATAAAAATGTATCTATTAAATCACATGTTTCTTCATTCCAACACGTCACACATTGCAGGG
TTGCAACACATTTCTATGTATTTTTCCACAAACCATCAHETATTTébTCTGTTGGTTTTC
GTAGGAGGCTGGGAAATATGCTGTCAAACCGCAAAAAAAAAAATACAACCAATGCAG
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Fig. 4. Nucleotide and deduced amino acid sequences for lumpfish IL-6. gDNA specific sequence is represented with lower case, cDNA sequence is represented with
upper case and coding cDNA sequence is represented with bold. Alternatively retained intron are indicated with red letters. Introns are indicated by ellipses at both
end, AT rich elements are indicated by underlining, double underlining indicates the polyadenylation signal, the endotoxin responsive motifs are boxed and a TATA
box is shown in bold italic. (For interpretation of the references to color in this figure legend, the reader is referred to the Web version of this article.)

manufacturer's instructions. The DNase treated RNA was analyzed on a
1% agarose gel containing GelRed® (Biothium, Fremont, USA) to ensure
that all traces of genomic DNA were removed, and to validate the in-
tegrity and the quality of the RNA. The RNA concentration and purity

was measured in a NanoDrop™ 2000 spectrophotometer (Thermo Fisher
Scientific, Waltham, USA). Furthermore, RNA (< 1000 ng/reaction)
was reverse-transcribed into cDNA using cDNA synthesis kit
(Quantabio, Beverly, USA) according to the manufacturer's instructions.
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2.9. Quantitative PCR (qPCR)

Gene expression were measured by quantitative polymerase chain
reaction (qQPCR) performed in a C1000 Touch Thermal Cycler with
CFX96 Real-Time System (Bio-Rad, Hercules, California) using SYBR
Green Jumpstart® Taq DNA Readymix® (Sigma-Aldrich, St. Louis, USA).
The pipetting was performed using the PipetMAX 268 (Gilson,
Wisconsin, USA). All primers (Table 1) were custom DNA Oligos de-
livered from Sigma-Aldrich (St. Louis, USA). The target genes assays
were optimized for specificity (> 10 000 signal to noise ratio) and ef-
ficiency (approximately 2). The performance of the best assay for each
gene is reported in Table 2. For relative quantification, the target genes
were normalized against the house keeping gene ribosomal protein
subunit 20 (RPS20). The qPCR reaction (25 pl) contained 12.5 pl of 2 x
SYBR Green Jumpstart® Taq DNA ReadyMix®, 10 ul cDNA (2 ng for
RPS20 and 20 ng for target genes), 1 ul (10 uM) of forward and reverse
primers and 0.5 pl nuclease-free water (Sigma-Aldrich, St. Louis, USA).
The cycling conditions were 94 °C for 5 min followed by 40 cycles of
94 °C for 15 s and 60 °C for 1 min, finishing with a 4 °C hold until
termination. For each run, melting curve analyses were performed for
each amplicon to ensure the specificity of the primers. Each sample
were analyzed by triplicate master mixes. For each master mix a non-
template control (NTC) was included to ensure no contamination of the
reagents, and a non-reverse transcriptase control (NRT, cDNA reaction
without reverse transcriptase) was included to ensure a complete de-
gradation of genomic DNA. For the normal tissue experiment, mean
normalized expression (MNE) values were calculated by the ACt
method (equation (1)), and for the leukocyte stimulation experiment,
fold MNE values were calculated by the AACt method (equation (2)). E
is an abbreviation for the assay efficiency, x is any observed Ct value for
sample x and y is any observed Ct value for control group sample y.

E X
ACt, = —"%

Ereference_x (l)

Erarget™

Ereference™

AACty = e
Etarget™

Ereference™ 2

2.10. Statistical analysis

Both qPCR datasets were analyzed by two-way ANOVA in IBM®
SPSS® Statistics (version 25.0.0.2) on loglO transformed data. The
normal tissue set were followed up by Bonferroni corrected pairwise
comparisons and the ligand stimulation set were followed up by Tukey's

honest square difference post hoc test. F values refers to the F statistic,
df values refers to the degrees of freedom, p values refer to the prob-
ability that the statistical summary of the population is equal or more
extreme than the observed values of the sample, given that the null
hypothesis is true (p values less than 5% is considered significant), and
n? refers to the effect size, or how much the relevant variable explains
the observed variance.

3. Results
3.1. Sequence and structure analysis of luTNF-a and WIL-6

The full-length cDNA sequence of luTNF-a (GenBank accession No:
MNO093126) composed of 1600 bp with a 5’-untranslated region (UTR)
of 306 bp, an open reading frame (ORF) of 762 bp encoding 254 aa and
a 3-UTR of 531 bp containing six AT rich elements, two endotoxin
responsive motifs and one polyadenylation signal. The IuTNF-a gene
was 2031 bp and contained four exons (Figs. 1 and 2). In the translated
aa sequence, a transmembrane domain (35-57) and a tumor necrosis
factor family domain (96-254) were identified (Fig. 3). Comparative
analysis with other TNF-a aa sequences identified a putative TACE
cleavage site in IuTNF-a (Thr86 and Leu87), resulting in a mature
peptide of 168 aa with a theoretic molecular weight of 18.9 kDa and
isoelectric point of pH 5.6. Two cysteine residues, known from other
species to be involved in the correct folding of the mature peptide, were
also present in the luTNF-a. In addition, lumpfish like Atlantic Bluefin
tuna contain a cysteine in position 106 and 102, respectively (Fig. 3).

One lulL-6 gene was identified (GenBank accession No: MN093126),
having two isoforms. The lulL-6 gene, 2277 bp, contained five exons
and four introns (Figs. 4 and 5A). The first exon in lulL-6 is 94 bp
(Fig. 5A). This is longer than other non-cyclopteridae/lipridae teleost
sequences in which the first exon is typically only 16 bp. The full-length
cDNA sequence of the first isoform of luIL-6 (lulL-6 i1) was composed of
1702 bp with a 5’-UTR of 259 bp, an ORF of 775 bp encoding 289 aa
and a 3’-UTR of 669 bp containing five AT rich elements, one endotoxin
responsive motifs and two polyadenylation signals (Figs. 4 and 5B). The
full-length ¢cDNA sequence of the second IL-6 isoform (lulL-6 i2) in
lumpfish contained the first intron of the lulL-6 gene, it was composed
of 1797 bp, it contained an ORF of 870 bp encoding 289 aa and is a case
of alternative intron retention (Figs. 4 and 5B). In the translated aa
sequences, the IL-6 family signature sequence were identified. In ad-
dition in IL-6 i2, a Caspase 1 cleavage site between position 60 and 61
(DL) (Fig. 6). In the c-termini product a signal peptide sequence were
predicted (99.4% probability), but not in the native lulL-6 i2 form
(0.6% probability). In IL-6 il a signal peptide sequence was predicted
with 19% probability. The mature peptides without the predicted signal



H.0. Eggestol, et al.

Developmental and Comparative Immunology 105 (2020) 103608

Human MNSFSTSAF---— 35

Mouse MKFLSARDF HPVAF-LGLMLVTTTAFPTSQ 35

Zebrafish MPSAQKTV LFLSATLATLEMSLAD-PVPVESSM-GELSE 38

Rainbow trout B 30
Rainbow trout 36

Nile tilapia 36
Japanese pufferfish -——-LLAPLVLAAVLQPTAGAPL-DAPTE-SPAGE 36

Gilthead seabream

Atlantic halibut

WLCAARALARLLRCAPAAPVDGAFTD-NPAGD 39

Bastard halibut

LPCARMLAALLLCALGAPVEFQPTD-SPAGD 39
LSSARMLAALLLCALGAPVEYEPTD-SPAGD 39

Orange spotted grouper MLSAVTLAALLLCAPGAPVEDAPTD-SPTGD 39
Tanaka's snailfish ~—-MTARGKANATSSDPQHHORKLNKWLPAAQ-——— HDLSTQSSPVCLPLCGAPLGDTPAD-MPAGE 60
Lumpfish i1 MAQPTOPLLALSITSGSSTSASQQLNMPSQL NLLSAVTLAALLLHASGAPVEDTPTD-MPAGE 63
Lumpfishi2 MAQPTQPLLALSITSGSSTSASQQLNMPSQLSKRRSLRCARLPQVFLFSFIHVFPLRTDLLSAVTLAALLLHASGAPVEDTPTD-MPAGE 91
A
Human DSKDVAA--PHRQPLTSSE--RID---KQIR-YILDGISALRKETENKSNMEESSKEALAENNL-NLPKMAEKDGEFQSGENEETCLVAL 117
Mouse FTEDTTPNRPVYTTSQVGG--LIT----—--- HVLWEIVEMRKELENGNSDEMNNDDALAENNL-KLPEIQRNDGEYQTGYNQEIGLLKI 115
Zebrafish ISGDEVQDVDVKSLLGDRQ--KWH---LMARDLYKDVKTLRDEQFERDFRE-MVNMTAFEGVRI-STPLLKPSDRELSKNFSTERGLTRI 122
Rainbow trout B TSGEELAVESFSGEPGAPP--IWENVIKVIKLLVQEVINFRDQQFVEEFQKPVEEMSSFIQYQVPSIPTHLSKTEESASNYNKEACLQKI 119
Rainbow trout  TSGEEL---GTDGETGAPP--KWE---KMIKMLVHEVTTLRNQQFVEEFQKPVEEISSFSQHQVPSTPPHLSKTLEESASN--KEACLQET 117
Nile tilapia ~ FSGEETE---EAEMSTVKPENIWR-—- -SLFDSAQEYEKAFEHHFQTLENRDQALDSHTPASIPK-~-~---HENITKFRKDACLQTL 111
Japanese pufferfish  TsGEEAETGSPDDALAV----ALE-- ~SVLGATKLHKNEFLVEFQG-EVKYDFLDRYKIPSLPA-~----KEPYSNFGKDACLRRL 109
Gilthead seabream  TSGEEWETERPADPLIA----LLK—— ~VVLEVIKTHRQEFEAEFH---IRYDVLAQYNIPSLPA-----DEPSTNFSMEALLHRL 110
Atiantic halibut  FSGEEQE--VTPDLLSASP--IWG-------- NEPSANFSKEAGLHRL 112
Bastard halibut FSGEEQE--VTPDLLSASP--VWD---—-——— DEPSANFSKEACLQRL 112
Orange spotted grouper ~PSGEEEV--AAPDLLSASP--VWD-- FPSSNFSKESELHRL 112
Tanaka's snailfish PSGEEQA--GPSDLLGGSP--VWH-—-————- EACLHRL 100
Lumpfishi1l pPSGEEQA--GPSNLLSVSP--VWH-——————— FEPLSNFSKEACLHRL 136
Lumpfishi2 pSGEEQA--GPSNLLSVSP--VWH-——————- GEPLSNFSKEACLHRL 164
Human ITGLLEFEVYLEYLQNRFESS-EEQARAVQMSTKVLI---QFLQKKAKNLDAITTPDPTTNASLLTKLQAQNQWLQDMTTHLILRSFKEF 202
Mouse SSGLLE‘.YHSYLEYMKNNLKDNKKDKARVLQRDTETLI ---HIFNQEVKDLHKIVLPTPISNALLTDKLESQKEWLRTKTIQFILKSLEEF 201
Zebrafish ~ YSVLTWYKDNWNYIEKENLTS--VLVNDIKHSTKRLL---EAINSQLQVRDGEMDQTSSTS-~---~- LSFKSAWTRKTTVHSILENESSV 200
Rainbow trout B SHGLQVYHVLLPHVKAEYPQS--TLLPSVMHQTTVLI---GLFKDKMKAAEVVEDLSASERERVLGEVSTGIEWERKTSVHAILRELRHF 204
Rainbow trout  SRGLQVYQLLLPHVKAEYPQS--TLLPSVTHQTTVLI---GLVKDQMKVAEVVEDLSASERKRVLGEVSTGTEWERKTSVHAILRELRNE 203
Nile tilapia ~AKGLLIYSVLLKHVEKEYRSS--LNFSDAPSNIGTLIDLAGMVKGKMKNRNQVTPLTSSEEEQLLKEVNSPDPYHRKLHAYSILRALKAF 198
Japanese pufferfish  1,5GLLIYSVLLKRVEEEFPSS--SILSEVRFYSNILI---KELENKVRDRDQVMRLTSSQEEQLLKDTDY PDTFHRKMTAHGILYNLHYF 193
Gilthead seabream  1.0GLPVYTALLKYVEKEEPKS--QI PSRFRQNSELLK---QRITGKMRHAVQVTPLTSSQEQQLLRDLDSSDTFHRKMTAHSILYQLRSE 194
Atlantic halibut GEGLHTYMVLFKHVEKEYPSS--PILLYARYHGGALI---GLIKEKMRNPGQVTVPTSSQEQQLLQDVDSPNTFQRKMTAHNILRHLHDF 196
Bastard halibut AEGLHTYMVLFKHVEKEYPSS--SILLHARYHSGALI---GLIKEKMRNPGQVTVPTSRQEQQLLQDMDNPSTFHRKMTAHNILRQLHNF 196
Orange spotted grouper  VQGVLKYTVLLKHVEKEYPGS--LIESEVRYYGGLLV---SLTKGKMRNPDQVTALTSSQETQLLKDLDNPSTFHRKMTAHSILRELHIF 196
Tanaka's snailfish AHGLYIYTVLLKHVEKEYPGN--VIESVVKCYSGLLI-~--NLIKHKMRNPEQVTALSSNQEAQLLGGLNHLDAFQRKMTAHSILRQLHHF 184
Lumpfish i1 AHGLRIYTVLLKHVEKEYPGN--LIESVVKYYSDLLI---NLSKDKMRNPEQVTALTSSQEAQLLGGLDHLDAFQRKMTAHSILRQLHHF 220
Lumpfishi2 AHGLRIYTVLLKHVEKEYPGN--LIESVVKYYSDLLI---NLSKDKMRNPEQVTALTSSQEAQLLGGLDHLDAFQRKMTAHSILRQLHHF 248
Human LQSSLRALRQM-————————————————————mmm oo 212 30%
Mouse LKVTLRSTRQT 211 26%
Zebrafish MIDACRAINYMS--RRKRGKDPKRTGDWGSADKN-----——--— 231 30%
Rainbow trout B LVDTKTALRAWG--RGAKAASNHDITMVGRGVLDQAWSKYLH-- 242 34%
Rainbow trout LVDTKRALRRMG-KRGKDFQ-—————===——————————————— 219 35%
Nile tilapia  ,SEGKRAVCRME--KRVNQSADTSC———===============m 220 44%
Japanese pufferfish  1,ypCRRVINKRA--KHRESAGSRVVRAVTFYHPKKRS - 227 53%
Gilthead seabream  L,yDCKNAINKKE--KLRESRANRAMTPVTLYYQS-----————— 225 51%
Atlantic halibut ~ LRNGRVAIRKKEMPKQKRKDNGIIAPILPSY 226 56%
Bastard halibut LRNGKVAIRKREMPKQKRRKDDGIIPPIHPSYQMT 230 59%
Orange spotted grouper LLDSKRQINKRE--RLRGSLAVRTMAPIGI-----— 223 65%
Tanaka’s snailfish LVDSKRAITKKE--NGKNV---—-—=—————— RQAFGT---YQLL 210 61%
Lumpfish i1  LVDSKRAITKRE--NTKARMADRLLAPISFYNQKFKDEIIQKHL 261 91%
Lumpfishi2 LVDSKRAITKRE--NTKARMADRLLAPISFYNQKFKDEIIQKHL 289 100%

Fig. 6. Multiple alignment of lumpfish IL-6 sequence with other reported teleost, human and murine IL-6 sequences. Cysteine residues are vertically shaded and
family signature is boxed in black. Earlier reported and predicted signal peptides is underlined. Putative intron converted aa is horizontally dark grey shaded and UTR
converted aa is light grey shaded. Bold letters and grey arrowhead indicate predicted caspase 1 cleavage site. Bold italicized letters and black arrowhead indicate
predicted signal peptidase cleavage site. Amino acid similarity percentage with lumpfish IL-6 is written as percentage at the end of the respective alignment.

sequences have a theoretic molecular weight of 24.2 kDa and isoelectric
point of pH 7.94. Comparative analysis with other IL-6 sequences re-
vealed that both isoforms of lulL-6 has two conservative cysteine re-
sidues. The first cysteine pair in human and mouse are absent in tele-
osts. Interestingly, 11 positions after the IL-6 family signature sequence,
a cysteine residue is present in IL-6 in lumpfish like orange-spotted
grouper and Tanaka's snailfish.

3.2. Phylogenetic analysis luTNF-a and lIL-6

The phylogenetic position of luTNF-a was determined through a
maximum-likelihood based phylogram (Fig. 7). The teleost TNF-a se-
quences were divided into three main clades. Clade II contained se-
quences belonging to Elopomorpha, Osteoglossomorpha and Clupeii-
formes, the most basal members of Teleostei in this tree. The other
teleost sequences were clustered into two clades, corresponding to the
TNF-a type-definition proposed for rainbow trout by Hong et al.

(2013), clade III and IV. Further, two intra-Salmonidae clades of both
type I (clade III. a and III. b) and type II (clade IV. a and IV. b) were
present, and two intra-Cyprinae clades of type II (clade IV. c and IV. d)
were also present. LuTNF-a was clustered within the neoteleost clade
containing type I TNF-a members (clade III).

The phylogenetic position of lull-6 was determined through a
maximum-likelihood based phylogram (Fig. 8). LulL-6 was clustered
together with other neoteleostei IL-6 sequences. The IL-6 tree reflected
the teleost specie tree (clade I, II and III), with the exception of sal-
moniformes sequences, where two intra-Salmonidae clades were present
(clade III. a and III. b).

3.3. Homology modelling based structure determination of luTNF-a and IL-
6

The structural comparison of luTNF-a monomer with its murine
counterpart (Fig. 9) revealed a three-dimensional structure consisting of
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Fig. 7. Phylogenetic tree of teleost TNF-a utilizing human and mouse as outgroup. Phylogenetic distance is indicated by branch length and decimal numbers (> 0.1),
fat bar indicates distance of 1 amino acid per sequence site. Whole numbers refer to bootstrap values (> 80) of 100000 iterations. Accession numbers are given in the
full phylogenetic trees (Supplementary Fig. S1 A, B). Ten clades are indicated by brackets and roman numbers; I — mammalian sequences, II - Elopomorpha,
osteoglossomorpha and clupeiiformes sequences, III — type I teleost sequences not present in clade II, IV — type II teleost sequences not present in clade II, V and IV —
intra-Salmonidae specific type I clades, IIV and IIX - intra-Salmonidae specific type II clades, IX and X - intra-Cyprinidae specific clades. The intra-clades have been
shaded with grey boxes. Alignment defining type affiliation are to the right of the species. Amino acids are colored according to their buried index, dark blue are
buried and bright green are not. (For interpretation of the references to color in this figure legend, the reader is referred to the Web version of this article.)

two anti-parallel (3-pleated sheets, forming a jellyroll motif, which is the
typical protein structure of the TNF-family. LuTNF-a contained a third
cysteine residue, only found in lumpfish and Atlantic Bluefin tuna TNF-
al. Due to spatial prediction of this cysteine residue, it is not likely that
it contribute in any stabilizing disulfide bridges within the monomer,
but it may have a stabilizing function in the trimer, if TNF-a in teleosts
have similar quaternary structure as their mammalian counterparts.

The structural comparison of LulL-6 with its murine counterpart
(Fig. 9) showed that LulL-6 has four conserved a-helices, the typical
protein structure of the IL-6 family. LulL-6 contains a third cysteine
residue, presently only found in lumpfish, Tanaka's snailfish and orange
spotted grouper IL-6 (Fig. 5). This cysteine residue is placed spatially
different from the second cysteine pair known from mammals. The
model does not predict the di-sulfide bridge between the first cysteine
pair. However, the spatial placement could allow a di-sulfide bridge in
lulL-6.

3.4. Gene expression profiling of uTNF- a and luIL-6 in normal tissues

In order to gain insights into the expression of luTNF-a and lulL-6 in
different tissues during normal conditions, qPCR assays for [n'TNF-a and
lulL-6 were designed. LuRPS-20 was used as reference gene in a simplex
qPCR setup (Fig. 10). Transcripts of all three genes were measured in all
examined leukocytes and tissues. A two-way ANOVA showed that TNF-
a expression was dependent on tissue (F (17 186) = 8.048, p = 5.5E-
16, 1> = 0.447). The highest level of TNF-a transcripts was measured in
HKL. It was significantly different from liver, gonad, muscle and gut.
The lowest level was measured in gonad and it was significantly dif-
ferent from gill arch, gill filament, HK, heart, HKL, PBL, skin mucus,
skin, spleen, thymus and tongue (Fig. 10A). Similar to TNF- a, IL-6
expression was also dependent on tissue (F (17 186) = 8.849,
p = 1.8E-16, n? = 0.447). The highest level of IL-6 transcripts was in
brain. It was significantly different from liver, muscle, gut, gill arch, gill
filament, gonad, HK, pyloric caeca, skin, skin mucus, tongue. IL6 was
expressed at its lowest in gut, being significantly different from brain,
eye, gill arch, gill filament, gonad, HK, heart, HKL, PBL, skin, skin
mucus, spleen and thymus. (Fig. 10B). A direct comparison showed that
the expression level of TNF-a was higher than IL-6 in HKL and all ex-
amined organs except brain, eye, gonad and PBL (Fig. 10C). PBL con-
sisted of only two samples due to isolation issues, and therefore should
be exempted from questions regarding significance. The statistical
analyses showed that there is a significant effect of both tissue and gene
F (17, 186) = 4.278, p = 2.5E-7, n? = 0.281.

3.5. Modulation of uTNF-a and luIL-6 expression upon exposure to
different PAMPs

To further our knowledge of IuTNF- a and lulL-6, we stimulated
HKL with seven different ligands (Fig. 11). In general, luIL-6 induction
was higher than luTNF-a and flagellin was the most potent inducer of
IuTNF-a resulting in 16.8 times upregulation (p = 3.12E-15) and lulL-6
at 91.8 upregulation (p = 1.65E-7) compared with the control. LuTNF-
a was also significantly positively regulated by CpG (p = 0.0031)
(Fig. 11A). Although, 1ulL-6 responded higher than luTNF-q, it varied
too much to produce statistically significant results for the more mod-
erate inducers of lumpfish HKLs. The ANOVA analysis showed that the
examined PAMPs caused significant changes in the expression of both
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IuTNF-a (F (7, 64) = 25.463, p = 3E-16, n2 = 0.736) and lulL6 (F (7,
64) = 9.218, p = 9E-8, n* = 0.500). Also, there was slightly different
induction patterns between the genes (F (7, 64) = 2.214, p = 0.044,
n? = 0.195). Both PAM3CSK4 and poly (I:C) was significant inducers of
the average measurement of luTNF-a and lulL-6 expression in HKL
(Fig. 11B).

4. Discussion

In this study lumpfish TNF-a and IL-6 were identified and char-
acterized. LuTNF-a exhibited all the hallmark traits of teleost TNF-a
including four exons and a TNF signature sequence. In addition to a
canonical IL-6 (lulL-6i1) which is similar to IL-6 in other species (Bird
et al., 2005; Castellana et al., 2008; Chen et al., 2012; Fujiki et al.,
2003; Iliev et al., 2007; Kaneda et al., 2012; Nam et al., 2007; Varela
et al., 2012; Wei et al., 2018; @vergard et al., 2012), an alternative
isoform retaining the first intron were identified (ulL-6i2) for the first
time in teleost IL-6 sequences. The lulL-6 gene have five exons and four
introns, of which intron 1 is alternatively retained in lu-IL6 i2. The first
exon in lulL-6 is larger than IL-6 in non-cyclopteidae/lipridae teleosts
containing 94 bp while the first exon contains 16 bp commonly (Valera
et al. 2012). Further, lulL-6 has a much shorter 5'UTR of 259 bp, while
other IL-6 sequences typically have 600 bp (Fig. 5). This suggests that
the reading frame have been shifted 78 bp upstream in lulL-6, and a
reduction of the 5’UTR have occurred. The close lumpfish relative Ta-
naka's snailfish also contains an elongated IL-6 n-termini entailing that
the elongated exon is a feature shared by Cyclopteridae and Lipridae
(Fig. 6). The alternative isoform contained a potential Caspase 1 clea-
vage site, and in sillico analyses indicated that caspase 1 processing is
required to produce a signal peptide containing lu-IL6 i2 form. This
may lead to four different functionally fates; I - IL-6 i2 is dysfunctional,
II - IL-6 is functional intracellularly, III - IL-6 is functional and secreted
independent of the Golgi apparatus, and IV — IL6 i2 is functional and is
dependent on caspase 1 processing in order to be secreted. If fate IV is
true, the kinetics of lulL-6 would have bimodal distribution where the
extracellular levels would fluctuate as a consequence of lulL-I i1 levels,
and upon recruitment of the inflammasome the levels would increase as
the stores of lulL-6 i2 would be converted to IL-6 that is secretable.
These fates should be tested experimentally.

Lu TNF-a and IL-6 contain conserved cysteine residues, as other
teleosts, suggesting they have disulfide bridges. In addition, both ex-
amined lumpfish genes contains another cysteine residue, shared with a
few teleosts.

Teleosts have undergone several WGDs. The first teleost-specific
(TS) WGD occurred basally in teleosts approximately 320 million years
ago (mya), later a Salmonidae-specific (SS) WGD occurred approxi-
mately 80 mya and most recently a cyprinae-specific (CS) WGD occurred
8 mya, reviewed in Ravi and Venkatesh (2018). These WGD are im-
portant events, providing additional genetic raw material to evolution
giving rise to novel phenotypes. The most common fate of a duplicated
gene by WGD (ohnolog) is non-functionalization through accumulation
of deleterious mutations. The alternative to non-functionalization is
gene retention. Gene retention can take two forms: sub-functionaliza-
tion; the splitting of original functions and dividing them between the
ohnologs, or neo-funtionalization; one ohnolog retains the original
functions while the other adopts innovative functions. Species radiated
post SS-WGD have probably retained approximately 50% of their
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Fig. 8. Phylogenetic tree of teleost IL-6 amino acid sequences, utilizing human and mouse as outgroup. Phylogenetic distance is indicated by branch length and
decimal numbers (> 0.1), fat bar indicates distance of 1 amino acid per sequence site. Whole numbers refer to bootstrap values (> 80) of 100000 iterations.
Accession numbers are given in the full phylogenetic trees (Supplementary Fig. S2). Five clades are indicated by brackets and roman numbers; I — mammalian
sequences, II - Elopomorpha, osteoglossomorpha and otomorpha sequences, III — euteleostomorpha sequences, IV and V - intra-Salmonidae specific clades. The intra-

clades have been shaded with grey boxes.

Mouse

IL-6

TNF-a

Lumpfish

)~

Fig. 9. Tertiary structure models of lumpfish TNF-a and IL-6 peptide sequences using murine templates (respectively: 2tnf.1.C and 213y.1.A). a-Helices, 3-sheets and
sidechain atoms of cysteine residues are varyingly colored, the peptide backbone are in colored in grey.

duplicated genes (Allendorf, 1978), unsurprisingly this have effects in
the phylogeny of both TNF-a and IL-6. For IL-6 we observed two intra-
Salmonidae clades (clade III. a and III. b in Fig. 8) and for TNF-a we
observed four intra-Salmonidae clades, distributed evenly between one
type I clade (clade III. a and III. b in Fig. 7) and one type II clade (clade
IV. a and IV. b in Fig. 7) according to the definition by Kadowaki et al.
(2009). Due to the members present in both clades, these splits likely
rose from the SS-WGD. The IL-6 Salmonidae clades are the first evidence
of the existence of two IL-6 paralogs within Salmoniformes. We also
identified two intra-Cyprinae clades for TNF-a (clade IV. c and IV. d in
Fig. 7). Due to the members present in both clades, it is likely rising
from the CS-WGD. Moreover regarding TNF-a, we also observed that all
teleosts not belonging to Elopomorpha, Osteoglossomorpha and Clupeii-
formes were divided into two clades (clade IIl and IV in Fig. 7) ac-
cording to the type affiliation defined by Kadowaki et al. (2009). It is
likely that this occurred because of the TS-WGD. The fate of these
paralogs had likely not been resolved before the first species were de-
lineated, explaining the more random type affiliation of clade II in
Fig. 7. According to the functional suggestion made by Hong et al.
(2013) regarding the function of type II TNF-a: “The fish type-II TNF-a
has a short stalk that may impact on its enzymatic release or restrict it
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to a membrane-bound form”, the members of clade IV may not func-
tion, or have a reduced activity, as a secreted pro-inflammatory cyto-
kine. Highly interestingly all sequences belonging to Ostariophysi are
exclusively type II TNF-a. This may have profound consequences for the
TNF-a biology of the popular model-organism zebrafish and the most
important aquaculture species — the cyprinids — of which 44.7 million
tonnes were produced in 2017, at a value of 98 billion USD (FAO,
2019).

As expected for important immune genes, both TNF-a and IL-6 is
highly expressed in immune organs such as kidney, spleen, thymus and
PBL, in lumpfish and other studied teleosts (reviewed Zou and
Secombes (2016) and Secombes et al. (2016)). An association of high
IL-6 levels and neurological tissues were also observed in lumpfish, as
the highest IL-6 expressing organs were brain and eye. High IL-6 levels
in brain is also reported from Atlantic halibut (@vergard et al., 2012).
Interestingly, the liver during normal conditions has been identified in
several papers as a low TNF-a and IL-6 expressing organ in teleosts.
This might be due to the liver being a central vascular organ, and high
levels of pro-inflammatory cytokines are known to cause chronical
disease. This position is supported by our study as liver was the lowest
expressing organ for both genes. In general luTNF-a was significantly
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Fig. 10. Tissue distribution of relative expression of luTNF-a and lulL-6 to luRPS20. All data are logl0-transfomed in advance of plotting. Error bars denote 1
standard error of the mean (SEM). Differing letters above bars denotes a significant relationship (Bonferroni corrected a-level = 0.05). Full name of abbreviated
tissues: HK — Head Kidney, HKL — Head Kidney Leucocytes and PBL — Peripheral Blood Leococytes. A. Tissue distribution of IL-6. B. Tissue distribution of TNF-a. C.
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Fig. 11. TNF-a and IL-6 stimulated gene expression post PAMP stimulation in HKLs. All data are log10-transformed in advance of plotting. Error bars denote 1
standard error of the mean (SEM). Differing letters above bars denotes a significant relationship (Bonferroni corrected a-level = 0.05) between PAMPs. A. Gene
separated PAMP stimulation. Uppercase letters denote TNF-a dependent, lowercase letters denote IL-6 dependent significant relationship between different PAMPs.
Stars denotes significant comparisons between genes with the same PAMP treatment (*p > 0.05, **P > 0.01, ***p > 0.001). B. PAMP inducible gene activity, in

terms of average TNF-a and IL-6 expression.

higher expressed than lulL-6, with the exception of the brain, eye and
gonad, suggesting a strong tissue preference of some high TNF-a and/or
IL-6 expressing cells or some tissue dependent regulation mechanisms.
Moreover, regarding IL-6, several studies have shown high level of IL-6
transcripts in the teleost brain. @vergard et al. (2012) reported the
highest abundance of IL-6 transcripts in the brain, and Varela et al.
(2012) revealed a clear appearance of IL-6 transcripts in neuromasts
and suggested a role for IL-6 in neurogenesis in zebrafish (Wei et al.,
2018). In addition to high expression in immune organs, lJuTNF-a was
also highly expressed in epithelial organs such as; gill, ILT, skin and skin
mucus, perhaps reflecting a higher concentration of TNF-a™ sentinel
immune cells in these organs. IL-6 was more potently stimulated than
TNF-a, however IL-6 was expressed in a more varyingly manner. These
data underpin the known IL-6 behavior; causing more complex down-
stream effects than TNF-a. Both genes were highly affected by the
tested PAMPs.

Knowledge of pro-inflammatory cytokines and innate immunity in
lumpfish is interesting from both a comparative and applied perspec-
tive. In the current study, we have identified and characterized TNF-a
and IL-6 in lumpfish. Since both genes were highly affected by the
tested PAMPs, our study suggests that functional feed containing
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immune stimulants may be an effective prophylactic measure against
bacterial and viral diseases in lumpfish. Our analyses form an important
basis for further functional analyses and the qPCR assays are valuable to
measure effect of immunostimulation and early immune responses in
lumpfish. Lumpfish is a novel and economically important species for
the farming industry due to its use as cleaner fish. However high
mortality caused by bacterial infections is a severe problem. Therefore,
to further our understanding of the host-pathogen interactions and the
immune system in lumpfish is of major importance.
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