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Table S1. Haematological parameters of European seabass fed dietary treatments and sampled at 1, 2, 3 and 4 weeks post injection.

Haematologica  Dietary 1 week 2 weeks 3 weeks 4 weeks
| parameters treatment HBSS FIA HBSS FIA HBSS FIA HBSS FIA
WBC CTRL 56+ 1.1 8.7 + 0.5 5.5+ 0.5 * 95+ 1.6# 5.8 + 1.0 89 + 0.8 6.2+ 1.2 84 +1.3A
(x10* ui) TRP 6.2 0.4 76+12ab 59+ 10% 10.4 + 0.3 #bc 6.1 +0.3 60+ 10a 71+19% 11.6 + 3.4 #Bc
RBC CTRL 2.6 0.7 27 +04 24 +03 22+01 27 +04 27+05 2.9 +0.3 3.0+04
(x10° ui?) TRP 2.5+ 0.2 2.6 £ 0.2 22402 22+03 24 +03 2.7 £0.2 2.7 £03 3.0+0.1
Haematocrit CTRL 30.8 £ 1.9 314 %19 31.2 + 3.0 32.6 + 3.3 27.7 £ 2.4 31.8+ 1.7 276 + 2.7 33.0%23
(%) TRP 263 £ 6.0 28.2 + 3.3 27.8+ 53 312 + 1.6 27.4 + 1.1 28.2 + 3.2 29.3 + 4.0 33.0 +2.2
Haemoglobin CTRL 1.2 401 1.2 03 2.0 +0.2 1.9+ 03 1.3+0.1 1.3+0.2 1.3+0.2 1.4 03
(gdI) TRP 1.2 + 0.2 12 +0.2 22403 23+£03 13+03 1.4 +0.1 1.3+0.2 1.3 +0.2
MCV CTRL 137.4 + 39.2 118.4 + 21.3 122.7 + 6.6 133.4 + 19.7 108.0 + 14.2 125.2 + 15.9 102.9 + 2.9 103.6 + 3.5
(um?) TRP 109.5 + 15.9 103.3 + 10.6 1222 + 8.4 140.8 + 20.8 1149 + 7.1 99.7 + 14.1 107.8 + 5.4 109.4 + 17.3
MCH CTRL 42 + 05 45+ 1.0 8.5 + 0.6 9.2+ 1.1 49 + 1.2 44 £0.5 49 +0.2 4.6 + 0.5
(pg cell™) TRP 45 + 1.0 47+ 1.0 84 + 1.4 9.7 £1.3 5.7 £ 0.8 5.2 %08 49+ 0.2 4.7 + 0.6
MCHC CTRL 39+ 04 3.4 +03 6.5 + 0.2 6.3 0.9 45 + 0.5 41+07 46 +0.1 42 +0.2
(g 100 mL™) TRP 49 1.9 44+ 1.0 7.6 £2.1 7.3 +£06 5.0 + 0.5 48 +0.8 45 + 0.7 4.4 £ 0.9
P-value
Factorial ANOVA : ; ; Time x Time Stimulus Diet
Time Stimulus Diet T.|me * Tm.1e * PIEt * Diet x
Haematological parameters Stimulus  Diet  Stimulus (. 1w 2w 3w 4w HBSS  FIA CTRL  TRP
WBC 0.002 <0.001 ns 0.02  0.003 ns 0.02
RBC <0.001 ns ns ns ns ns ns b a bc c
Haematocrit ns <0.001 0.014 ns ns ns ns * # B A
Haemoglobin <0.001 ns ns ns 0.021 ns ns
MCV <0.001 ns ns ns 0.05 ns ns
MCH <0.001 ns ns ns ns ns ns a b a a
MCHC <0.001 ns 0.008 ns ns ns ns a b a a A B




Time x Diet

Factorial ANOVA
CTRL TRP

Haematological parameters 1w 2w 3w 4w 1w 2w 3w 4w
WBC
RBC

Haematocrit

Haemoglobin a Ab a a a Bb a a
McCV ab b ab a a b a a
MCH

MCHC

Values represent means + SD (n = 6). Different symbols stand for statistically significant differences attributed to stimulation (*<#). Low case letters stand for
statistically significant differences attributed to sampling time (a<b). Capital letters stand for statistically significant differences attributed to dietary treatment
(A<B). (Multifactorial ANOVA; Tukey post-hoc test; ns: non-significant; P < 0.05).



Table S2. Peripheral leucocyte counts of European seabass fed dietary treatments and sampled at 1, 2, 3 and 4 weeks post injection.

Peripheral Dietary 1 week 2 weeks 3 weeks 4 weeks
leucocytes treatment HBSS FIA HBSS FIA HBSS FIA HBSS FIA
Neutrophils CTRL 0.12 + 0.07 0.27 + 0.06 0.00 + 0.00 0.10 + 0.06 0.09 + 0.10 0.13 + 0.11 0.00 + 0.00 0.04 + 0.01
(x10% i) TRP 0.11 + 0.03 0.23 + 0.12 0.04 + 0.04 0.02 + 0.03 0.09 + 0.06 0.09 + 0.06 0.19 + 0.20 0.02 + 0.02
Monocytes CTRL 0.22 + 0.16 0.61 + 0.38a 1.22 + 0.84 1.28 + 0.39 Aa 1.21+0.67*  2.61+124#8b  0.69 * 0.32 131+ 041a
(x10* ul?) TRP 0.14 £ 0.05a  0.20 + 0.06a 1.74 + 0.14*b 359 + 1.02#8b  1.08 + 0.80ab 1.08 + 0.79Aa  0.52 + 0.22ab  1.53 + 0.55a
Lymphocytes CTRL 2.20 £ 0.51 4.04 + 0.57 1.53 + 0.16 3.53 £ 0.76 1.50 + 0.25 2.03 £ 0.89 1.44 + 0.22 2.20 £ 0.21
(x10%ul) TRP 2.50 £ 0.16 4.13 + 0.93 1.83 £ 0.19 2.80 * 0.38 1.66 + 0.66 1.66 * 0.66 2.13 £ 0.70 3.54 £ 1.72
Thrombocytes CTRL 3.02 + 0.60 3.73 £ 0.55 2.65 + 0.35 3.53 £ 0.58 2.88 + 0.47 3.92 £ 0.81 4.18 + 0.89 3.75 £+ 0.50 A
(x10% i) TRP 328 +0.51ab  3.03 + 0.08a 216 + 0.36a  3.48 + 1.32a 356 + 0.70ab  3.56 * 0.70 a 465+ 1.19%b  6.47 + 1.42#8b
P-value Time x Stimulus
Factorial ANOVA -
Timex Timex Dietx Time x HBSS FIA
Time Stimulus Diet . . . Diet x
Peripheral leucocytes Stimulus ~ Diet  Stimulus stimulus 1w 2w 3w 4w 1w 2w 3w 4w
Neutrophils <0.001 0.04 ns 0.004 0.04 0.02 ns * #b a a a
Monocytes <0.001 <0.001 ns ns <0.001 ns 0.005
Lymphocytes <0.001 <0.001 ns 0.008 ns ns ns * * * #e #bc a #b
Thrombocytes <0.001 <0.001 ns ns <0.001 ns 0.003
Time x Diet Diet x Stimulus
Factorial ANOVA
CTRL TRP CTRL TRP
Peripheral leucocytes 2w 3w 4w 1w 2w 3w 4w HBSS FIA  HBSS FIA
Neutrophils a ab a b a a ab * #
Monocytes
Lymphocytes

Thrombocytes




Values represent means + SD (n = 6). Different symbols stand for statistically significant differences attributed to stimulation (*<#). Low case letters stand for
statistically significant differences attributed to sampling time (a<b). Capital letters stand for statistically significant differences attributed to dietary treatment
(A<B). (Multifactorial ANOVA; Tukey post-hoc test; ns: non-significant; P < 0.05).

Table S3. Peritoneal leucocyte counts of European seabass fed dietary treatments and sampled at 1, 2, 3 and 4 weeks post injection.

Dietary 1 week 2 weeks 3 weeks 4 weeks
Peritoneal leucocytes
treatment HBSS FIA HBSS FIA HBSS FIA HBSS FIA
) CTRL 0.41 £ 0.25 1.91 + 0.22 0.31 +£0.11 2.18 £+ 0.74 0.16 + 0.04 1.75 + 0.85 0.25 + 0.04 2.57 £ 1.40

Total peritoneal WBC (x10% pl?)

TRP 0.51 £ 0.28 2.03 + 0.95 0.50 £ 0.18 1.81 + 0.61 0.21 £ 0.10 245 + 1.24 0.25 £ 0.12 2.96 + 1.88

CTRL 0.04 + 0.01 0.85 + 0.10 0.10 + 0.05 1.57 £ 0.52 0.06 £ 0.03 1.24 + 0.31 0.08 + 0.05 1.73 £ 1.07
Macrophages (x10% ult)

TRP 0.11 £ 0.06 0.78 £ 0.51 0.22 £ 0.03 1.33 + 0.42 0.11 £ 0.01 1.38 + 0.63 0.10 £ 0.08 154 + 1.14

CTRL 0.07 £ 0.04 0.82 + 0.07 0.07 £ 0.04 0.39 £ 0.22 0.05 £ 0.03 0.28 £ 0.16 0.06 + 0.03 0.34 £ 0.24
Neutrophils (x10* ult)

TRP 0.10 = 0.07 0.89 + 0.26 0.09 * 0.06 0.31 + 0.18 0.04 + 0.01 0.28 + 0.23 0.05 + 0.03 0.25 + 0.12

CTRL 0.18 + 0.11 0.34 + 0.06 0.14 + 0.07 0.20 £ 0.03 0.06 £ 0.01 0.28 £ 0.10 0.06 + 0.01 0.52 £ 0.24
Lymphocytes (x10% ul?)

TRP 0.24 £ 0.16 0.41 £ 0.11 0.18 £ 0.04 0.16 = 0.06 0.08 = 0.07 0.45 = 0.17 0.13 £ 0.02 0.68 + 0.28

P-val Time x Stimulus
Factorial ANOVA vatue -
Timex Timex Dietx LmeX Stimulus HBSS FIA
Time Stimulus Diet . . . Diet x

Peritoneal leucocytes Stimulus  Diet  Stimulus Stimulus HBSS  FIA 1w 2w 4w 2w 3w 4w
Total peritoneal WBC ns <0.001 ns ns ns ns ns * #
Macrophages ns <0.001 ns ns ns ns ns * #
Neutrophils <0.001 <0.001 ns <0.001 ns ns ns * * * #a #a #a
Lymphocytes <0.001 <0.001 ns <0.001 ns ns ns * a #b #e

Values represent means + SD (n = 6). Different symbols stand for statistically significant differences attributed to stimulation (*<#). Low case letters stand for
statistically significant differences attributed to sampling time (a<b). Capital letters stand for statistically significant differences attributed to dietary treatment
(A<B). (Multifactorial ANOVA; Tukey post-hoc test; ns: non-significant; P < 0.05).



Table S4. Humoral parameters in European seabass fed dietary treatments and sampled at 1, 2, 3 and 4 weeks post injection.

Humoral Dietary 1 week 2 weeks 3 weeks 4 weeks

parameters  treatment HBSS FIA HBSS FIA HBSS FIA HBSS FIA

CTRL 50.6 + 59.8 8.1+23 121.7 £ 1304 71.4 £ 35.7 163.6 + 132.7 156.6 + 90.1 413 £ 28.7 33.8 %239
104.7 459 + 134 529 + 452 86.1 £ 58.8 1499 + 1175 103.9 + 60.8 18.4 + 11.8 12.8 + 10.9
CTRL 82,5+ 313 65.0+116 853 +57.5 264 343 40.7 £ 33.2 50.3 + 445 211 +21.2 134 +103
TRP 339 +299 1175 + 375 371 +22.0 474 +414 43.3 + 46.5 60.2 + 66.5 26.8 + 249 75+ 1.0

Cortisol (ng ml™)

I+

TRP 88.3

Peroxidase (U ml™?)

+
I+

Lysozyme activity ~ CTRL 225+ 86 182127 184 + 6.4 173+ 15 16.7 + 3.3 29.0 £ 1.2 169 +09  26.0%81
(ng mi™) TRP 257 + 149 11.6 + 1.9 210+ 18  223+45 22.1 +3.0 242 + 46 16.9+3.1 358 3.6
Total bactericidal CTRL  28.1%274 231455 76+57  151+0.2 127 £23 135+ 102 158 +6.2 57 £ 0.2
activity (%) TRP 155+32 17.1+43 3.1+24 3.0 0.7 14.1 + 2.7 7.9+59 12.8 + 3.4 3.8+33

Factorial ANOVA Pvalue — . et

Time Stimulus Diet T.ime * Ti”.'e * I?iet * Diet x Time

Humoral parameters Stimulus ~ Diet  Stimulus Stimulus 1w 2w 3w 4w CTRL  TRP
Cortisol <0.001 ns ns ns ns ns ns a a b a
Peroxidase <0.001 ns ns ns ns ns ns b ab ab a
Lysozyme ns ns ns <0.001 ns ns ns
Total bactericidal activity <0.001 ns 0.02 ns ns ns ns b a a a B A

Factorial ANOVA Time x Stimulus

HBSS FIA
Humoral parameters 1w 2w 3w aw 1w 2w 3w aw

Cortisol
Peroxidase
Lysozyme * a ab bc #e

Total bactericidal activity

Values represent means + SD (n = 6). Different symbols stand for statistically significant differences attributed to stimulation (*<#). Low case letters stand for
statistically significant differences attributed to sampling time (a<b). Capital letters stand for statistically significant differences attributed to dietary treatment
(A<B). (Multifactorial ANOVA; Tukey post-hoc test; ns: non-significant; P < 0.05).



Table S5. Immune and oxidative stress parameters in the gut of European seabass fed dietary treatments and sampled at 1, 2, 3 and 4 weeks post injection.

Dietary 1 week 2 weeks 3 weeks 4 weeks
Gut parameters
treatment HBSS FIA HBSS FIA HBSS FIA HBSS FIA

superoxide dismutase ~ CTRL 125.7 + 36.8 130.2 + 24.4 134.7 + 33.3 251.1 + 53.6 1403 + 7.6 325.0 + 114.4 167.1 + 89.7 122.4 + 45.6
(U mg™! protein) TRP 119.0 £ 18.1 199.3 + 15.3 148.7 £ 7.0 280.0 + 121.8 118.4 + 16.0 263.8 £+ 97.9 168.8 £ 38.4 1345 + 6.1
Catalase activity (U CTRL 27.9 + 3.1 30.1+96a 29.2 +10.7*  63.7 % 6.4#bc 382+ 144*  80.6 + 21.6#8c  49.2 + 11.3 443 + 9.4 ab
mg™* protein) TRP 225+ 3.7 42,1 £ 6.1 301 +14 55.9 + 10.1 399 +5.0 53.1 + 204 A 41.6 £ 13.4 71.6 + 18.3
GSH/GSSG CTRL 128 £ 1.6 79+ 45 304 + 26.7 84 + 39 244 + 22.7 31.5 + 23.2 22.0 £ 243 193 £ 16.1

TRP 13.8 £+ 4.8 73 +22 379 + 20.9 74 £55 16.5 £ 6.2 19.1 £ 3.4 10.4 £ 3.3 13.4 £ 25

CTRL 190.9 + 40.7 83.2 + 19.7 110.1 £ 21.2 79.5 + 11.5 171.1 + 239 116.7 £ 35.8 172.7 £ 435 146.5 + 46.7
Peroxidase (U ml?)

TRP 153.3 £ 36.4 121.3 + 21.7 83.3 +5.3 779 + 8.0 164.3 + 62.1 136.0 £ 63.6 179.6 £ 76.5 141.9 £+ 30.7
Total bactericidal CTRL 612 +2.0ab 552 % 29a 53.2+86Aa 549 t46a 63.8+1.5ab  60.6 + 6.5ab 64.2 + 2.7b 68.1+ 1.6b
activity (%) TRP 59.0 + 6.1 59.0 + 10.0 ab 65.0 + 3.0B 540+ 2.8a 68.3 + 2.5 65.6 + 2.1b 67.4 + 3.3 67.1+1.5b

P-value
Factorial ANOVA Time x ) )
. . . Timex Timex Dietx ¢ Time Stimulus
Time Stimulus Diet . R . Diet x

Gut parameters Stimulus ~ Diet  Stimulus .\ 1w 2w 3w 4w HBSS FIA
Superoxide dismutase <0.001 <0.001 ns <0.001 ns ns ns
Catalase activity <0.001 <0.001 ns 0.04 0.048 ns 0.001
GSH/GSSG ns ns ns 0.013 ns ns ns
Peroxidase <0.001 <0.001 ns ns ns ns ns b a b b # *
Total bactericidal <0001 ns 0006  ns ns ns  0.03

activity




Time x Stimulus

Factorial ANOVA

HBSS FIA
Gut parameters 1w 2w 3w 4w 1w 2w 3w 4w
Superoxide dismutase * * a #b #b a
Catalase activity
GSH/GSSG # *

Peroxidase

Total bactericidal

activity

Values represent means + SD (n = 6). Different symbols stand for statistically significant differences attributed to stimulation (*<#). Low case letters stand for
statistically significant differences attributed to sampling time (a<b). Capital letters stand for statistically significant differences attributed to dietary treatment
(A<B). (Multifactorial ANOVA; Tukey post-hoc test; ns: non-significant; P < 0.05).




Table S6. Gene expression in the head-kidney of European seabass fed dietary treatments and sampled at 1, 2, 3 and 4 weeks post injection.

Dietary 1 week 2 weeks 3 weeks 4 weeks
Genes
treatment HBSS FIA HBSS FIA HBSS FIA HBSS FIA
CTRL 0.85+0.25 0.48 +0.13 0.95+0.16 0.86 +0.12 0.20 + 0.09 0.23 +0.09 0.49 + 0.08 0.45 + 0.08
ot TRP 0.94 +0.19 0.72£0.26 0.81+0.23 0.80 % 0.22 0.22 +0.07 0.36+0.14 0.43 +0.07 0.48 + 0.05
CTRL 2.32+1.48 1.53+0.95 1.11+1.01 1.48 +0.94 0.61+0.56 0.16 +0.11 0.49 + 0.47 1.10+0.93
me2r TRP 2.28+1.29 1.92+1.36 0.81+0.67 1.28+0.28 0.55 +0.42 0.78 +0.42 0.42+0.34 0.42 % 0.47
CTRL 0.95 +0.34 0.71+0.21 1.09 +0.09 0.92+0.28 0.600.19 0.72£0.12 0.90 % 0.53 0.82+0.15
fera TRP 1.00 +0.08 0.66 +0.12 0.90+0.10 0.84+0.32 0.48 +0.20 0.75 +0.25 0.73+0.13 0.90+0.11
_ CTRL 0.90 £0.18 0.79 £0.16 1.26 +0.16 0.72+0.19 0.55 + 0.08 0.67 £0.23 0.71+0.37 0.98+0.27
ido2 TRP 0.92+0.30 0.72 £0.22 0.99+0.16 0.92+0.33 0.41+0.12 0.57 +0.18 0.59+0.21 0.76 + 0.31
CTRL 0.11+0.03 a 0.14+0.02 b 0.11+0.04a 0.11+0.02 ab 0.09+0.03 a 0.07 £0.02 a 0.18+0.04b 0.12 +0.02 ab
16 TRP 0.13 £0.04 0.12 £0.01 0.13 + 0.02 0.12 + 0.00 0.11 +0.04 0.09 + 0.02 0.11+0.04 0.14 + 0.01
CTRL 0.66 + 0.08 0.51+0.10a 0.67 + 0.04 0.70 £ 0.07 a 0.67 £ 0.07 0.66 £0.19 a 0.77+0.17 0.98+0.12b
mesfr TRP 0.57+0.12a 0.54+0.03a 0.59 + 0.03 *ab 0.87 +0.17 #b 0.57 + 0.06 *ab 0.92 +0.26 #b 0.83+0.06 b 0.90+0.12 b
ers CTRL 0.67 £0.12 ab 0.70+0.19b 0.63 £ 0.15 ab 0.52 +0.08 ab 0.71+0.17 Bb 0.49 +0.03 ab 0.47+0.10a 0.46 +0.06 a
TRP 0.60 +0.13 0.71+0.02b 0.62+0.12 0.63+0.16 ab 0.42 +0.03 A 0.67+0.08b 0.41+0.03 0.42+0.07 a
134 CTRL 0.81+0.23b 0.47 +0.11A 0.51+0.11 ab 0.59 +0.12 0.17+0.01a 0.33+0.20 0.48 +0.13 ab 0.45 +0.11
TRP 0.63+0.08 0.82+0.47 Bb 0.43 +0.07 0.43+0.07a 0.25 +0.03 0.44 + 0.06 ab 0.42+0.15 0.60 + 0.09 ab
oft CTRL 0.49 +0.08 0.48 £0.11 0.45 + 0.02 0.50 + 0.09 0.29 +0.00 0.31+0.10 0.34 +0.06 0.36 + 0.06
TRP 0.46 +0.09 0.60 + 0.06 0.41+0.07 0.45 + 0.09 0.19 +0.02 0.37+0.11 0.31+0.10 0.42 +0.04
, CTRL 1.24 £0.62 3.93+2.64 1.07 +0.59 3.24+1.33 0.92+0.64 1.36 £0.75 0.58 +0.22 1.90 +0.49
10 TRP 1.82+0.89 3.75+1.89 1.86 +0.54 2.69 £ 0.66 0.55 +0.28 1.09+0.26 1.07 +0.71 1.41+0.24




Factorial P-value Time x Stimulus

ANOVA . . ‘ Timex Timex  Diet x Time x Time Stimulus HBSS FIA
Genes Time - stimulus DIt gimulus  Diet  Stimulus StEi)rle);s w 2w 3w 4w HBSS FIA 1w 2w 3w 4w 1w 2w 3w 4w
grl ns ns ns <0.001 0.036 ns ns e c a b *b c a ab
mc2r <0.001 ns ns ns ns ns ns b a a a
tcra 0.002 ns ns 0.015 ns ns ns b b a ab
ido2 <0.001 ns ns <0.001 ns ns ns bc c a ab
1118 <0.001 ns ns ns ns ns 0.009
mcsfr <0.001 <0.001 ns 0.008 ns 0.008 0.014
cxcrd <0.001 ns ns ns ns <0.001 0.018
i34 <0.001 ns ns ns ns 0.02 0.018
tgf6 <0.001 <0.001 ns ns ns ns ns b b a a * #
il10 <0.001 <0.001 ns ns ns ns ns b b a a * #
Time x Diet
Factorial ANOVA
CTRL TRP
Genes 1w 2w 3w 4w 1w 2w 3w 4w
grl c d a b b b a a
mc2r
ter
ido2
1118
mcsfr
cxcr4
i34
tgf8
il10

Values represent means + SD (n = 9). Different symbols stand for statistically significant differences attributed to stimulation (*<#). Low case letters stand for
statistically significant differences attributed to sampling time (a<b). Capital letters stand for statistically significant differences attributed to dietary treatment
(A<B). (Multifactorial ANOVA; Tukey post-hoc test; ns: non-significant; P < 0.05).



