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3 csfir 1.360
4 casp3 1.350
5 migM 1.327
6 cd3x 1.263
7 mrc1 1.211
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9 il-34 1.124
10 c3 1.066
" hepc 1.064
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Figure S1. Discriminant analysis (PLS-DA) of head-kidney molecular signatures of fishes fed the
experimental diets. Relative expression data of the 29 genes included in the array can be found
on table 2. (A) PLS-DA scores plot of all biomarkers, using “experimental group” as target factor,
for the two first components. (B) PLS-DA scores plot of all biomarkers, using “diet” as target factor,
for the two first components. (C) PLS-DA scores plot of all biomarkers, using “time” as target factor,
for the two first components (D) Ordered list of markers by variable importance (VIP) in projection
of PLS-DA model for time differentiation. Markers with VIP values > 1 after the first and second
components are highlighted in blue and yellow, respectively.



Table $1. Forward (F) and reverse (R) primers used for real-time PCR in head kidney.

Gene Name Symbol Acc. No. Primer sequences (5’ > 3’)
oo [, [OOSR
C-C chemokineCK8 / C-C motifchemokine 20 ck8/ccl20 GU181393 ; gg?g_?gggé;igi?ggi’:@CT
oz [ SoomoeoCEIOONeTe
C-C chemokine receptor type 3 cer3 KF857317 FFQ _Ic_:;g%AALCGAg é; : J_ETA(‘:(EF%'%E'?F%GACATCCT
antn  wwesws [ lCCICCTCCTCOTOOTCOT
Cluster of differentiation 3 zeta chain cd3x MF175235 ; ﬁggiggg;gg:gﬁggﬁggi;g&%
Cluster of differentiation 8 alpha cd8a EU921630 FFQ ggﬁg?ﬁ?gfg gggig?riéﬁgf ACA
Cluster of differentiation 8 beta cd8b KX231275 ; ggig?:lg;ggggigg;gié’:ﬁgi
Complement factor 3 c3 HM543456 ; gi?g?g2glig¥gg¥§$gg§iiggiA
C-type lectin domain family 10 member A clec10a KF857329 FF{ gg??;g{gf?ggggg;?ﬁc
s [ ASTOCTOMOATSCOTATeC
Immunoglobulin M igm JQ811851 F  ACCTCAGCGTCCTTCAGTGTTTATGATGCC
R CAGCGTCGTCGTCAACAAGCCAAGC
Immunoglobulin M membrane-bound form migm KX599199 FF{ Sg;ég?%g?gg? c(;;:ff A/:A(\;GCAC'I'::(SQ
Immunoglobulin T igt KX599200 ; SEZSZ_?_?\QET%TS (? A%C:Tiim? GGe
Immunoglobulin T membrane-bound form igt-m KX599201 ; AGACGATGCCAGTGAAGAGGATGAGT

CGAAGGAGGAGGCTGTGGACCA



Interleukin-1 beta

Interleukin-6

Interleukin-7

Interleukin-8

Interleukin-10

Interleukin 12 subunit beta
Interleukin-15

Interleukin-34

Macrophage colony-stimulating factor 1 receptor 1
Macrophage mannose receptor 1
Toll-like receptor 2

Toll-like receptor 5

Toll-like receptor 9

Tumor necrosis factor-alpha

Zeta-chain-associated protein kinase 70

il-18
il-6
il-7
il-8
il-10
il2
il-15
il-34
csfirt
mrc1
tir2
tIr5
tir9
inf-a

zap70

AJ419178

EU244588

JX976618

JX976619

JX976621

JX976624

JX976625

JX976629

AMO050293

KF857326

KF857323

KF857324

AYT751797

AJ413189

MF175239

A MXOXTMAOTMMAOMAOTMTAOTMAUTAOTMAOTMATMA™TMATNTAOTTATAOT

GCGACCTACCTGCCACCTACACC
TCGTCCACCGCCTCCAGATGC
TCTTGAAGGTGGTGCTGGAAGTG
AAGGACAATCTGCTGGAAGTGAGG
CTATCTCTGTCCCTGTCCTGTGA
TGCGGATGGTTGCCTTGTAAT
CAGCAGAGTCTTCATCGTCACTATTG
AGGCTCGCTTCACTGATGG
AACATCCTGGGCTTCTATCTG
GTGTCCTCCGTCTCATCTG
ATTCCCTGTGTGGTGGCTGCT
GCTGGCATCCTGGCACTGAAT
GAGACCAGCGAGCGAAAGGCATCC
GCCAGAACAGGTTACAGGTTGACAGGAA
TCTGTCTGCCTGCTGGTAG
ATGCTGGCTGGTGTCTGG
TTGCGTGTGGTGAGGAAGGAAGGT
AGCAGGCAGGGCAGCAGGTA
CTTCCGACCGTACCTGTACCTACTCA
CGATTCCAGCCTTCCGCACACTTA
CATCTGCGACTCTCCTCTCTTCCT
GCGTGGATAGAGTTGGACTTGAG
TCGCCAATCTGACGGACCTGAG
CAGAACGCCGATGTGGTTGTAAGAC
GCCTTCCTTGTCTGCTCTTTCT
GCCGTAGAGGTGCTTCAGTAG
CAGGCGTCGTTCAGAGTCTC
CTGTGGCTGAGAGCTGTGAG
TGGTGAAGGAGGAGATGATGAGG
GCGAACGATGTAGCGGTTGT




Table S2. Head kidney expression in response in gilthead seabream at time @ and fed dietary treatments for 2 weeks and 4 weeks. All values
are reported as mean * SE (n=9) (Raw data). P-values from two-way ANOVA (p < 0.05). Tukey post-hoc test was used to identify differences
in the experimental treatments. Different lowercase letters stand for significant differences between dietary treatments for the same time.

T9 2 weeks 4 weeks Two-way ANOVA (p<0.05)

Biological Process s?rirl])il CTRL CTRL THR TAU HIS CTRL THR TAU HIS Time Diet Time x diet
18 0.08+001 007+001 010+0.03 007+001 005+000 0.10£0.03 007+001 009+002 010+001 008 0374 0735
i-6 004+001 008+002 006+002 008+001 004+001 005+0.01 005+001 0064001 005001 0584 0208 0.589
i-7 1.06£0.11  137+0.16 1.14+014 1.30+021 1.07+010 1.16+0.09 1.14+013 131+0.14 1.08+0.12 0797 0433  0.836
i-8 007+0.01 009£0.01 008+002 009+001 008+0.01 010+0.02 008+002 007+001 008+002 0732 0533 0.883
'"tce;'t‘:’('l‘r']:z & 10 0.69+008 057+004 068+008 067+007 061+006 066+003 062+005 065+0.06 069+0.06 0345 0984  0.62
12 0.09%002 007+001 005+000 006+001 006+001 006001 005%001 007+002 006+001 0706 0457  0.982
15  025+003 029+004 026+002 030+0.03 028+003 030£002 028+004 026+003 027+003 0504 0493 0695
i34  157+015 178+012 176+024 154+010 137+011 1574013 139£009 166+007 166+0.15 0909 0092 0.173
thfa  025+003 0274003 024+002 026+002 024+002 026+0.01 022+002 0224001 023+002 0175 066  0.806
Macrophages and csfirf  430£035 465+039 440+036 4.94:048 448:+029 434+032 409+032 374+014 459+036 0127 0449 0458
monocytes ccr3  4.86+055 594+049 544+040 517059 460+040 571+£022 577+025 583+041 572+049 0.094 0038  0.548
chemokines  iekci20 076:006 0724008 081009 081£006 074£007 082007 078:006 093:011 084007 0114 0713 0738
slgM  185.25 + 27.90 188.57 + 10.54 243.04 + 28.52 225.26 + 13.57 255.46 + 23.91 223.21 + 29.19 266.64 + 25.54 249.75 + 17.01 237.76 £ 13.26 0224 023  0.817
IlgM-m  34.45+3.82 2576+135 27.40+186 32.16+3.05 2505+1.39 31.24+122 3043+200 29.85+154 3199+274 003 0579 0.283

Immunoglobulins

slgT 0284012 024+015 007+006 014+009 024:+016 026+0.13 082+023 039£016 017+0.10 0.009 0827 0416
IgT-m  667+088 570+081 662+093 817+176 821+084 923+174%° 1154+1.92° 516+0642 837+0793 0125 0408 0.013
Complement factor  ¢3 002001 0.03£0.02 000£0.00 001£000 002+0.02 0.04+0.03 004+003 0024001 002£001 0118 0653 0.23
Iron recycling hepc  15.00 +3.06 48.50+9.73 49.69+13.49 27.58+4.61 43.92+566 56.42+967 5329+10.80 47.96+11.24 4501+9.13 0203 0294 0.755
cd3x  397+122 2433013 2463012 255022 270£023 241+011 223+014 231:017 250+028 0302 0714 0.955
Toollmarkers el 356£141 1975012 1612005 177£044 1974015 1945017 195:014 186£021 156020 0762 0476 029



cdda 4284223 182+025 169+021 176+017 173+027 176+017 178+015 193+017 196+034 0653 0927  0.987

cd8b  1.34+081 047+007 041:005 042+004 048+010 044+005 048:007 057+010 041:008 0776 058  0.697

zap70  2.38+044  183+017 187£010 195%018 230%0.30 205%015 1.91:017 167+015 1.89+021 0472 0427 0422

tr2  393+033 355+031 310%019 352+037 313:019 337+025 320+018 294+027 364+027 0845 0449 0.282

Pattern recognition 5 035005 0331002 036:002 031:001 0341002 032:002 037:002 035:001 038:003 0409 0041 0622
receptors tir9 1.70£021  086+0.12 097%007 105%014 092+010 097+008 081%005 100£013 44413009 0676 0696  0.22
mrc1  634+075 762+022 7.75%057 7.27+053 7.38+082 808+043 7.33+043 822:051 832:044 0212 0791 057

Caspase casp3  1.00+006 1.02+008 1.09+007 1.11+011 1.15+008 1.04+011 1.08+009 099+0.06 093+0.09 0252 0709 0.762

Lectins cleci0a 054011 122+014° 043+0052 1.18+0092° 083£0193 122:025 1.33%019 084%017 083%017 0258 0066 <0.001




