Supplementary materials and methods 

Hsp70 and cytokine gene expression in tilapia’s liver and kidney.

The tissues (liver and kidney) were taken from three individuals per cage as the intestine, and then frozen in liquid nitrogen and stored at -70°C. Total RNA was extracted using a TRIzon Reagent RNA kit (Promega, Germany), and RNA quality was analyzed by visualization on a 1.2% agarose gel. RNA was dissolved in 50ml RNase-free water and stored at -70°C until use. cDNA was synthesized using the ReverTra Ace-a-RT-PCR kit (TOYOBO, Shanghai, China). The qPCR performed in a 20-μl volume with the SYBR Green Premixus Ex Taq TMII (TaKaRa, Japan) containing 2 μl cDNA and 1μl primers (Table 2) following the procedure: 95°C for 3 min, 40 cycles (95°C 20 s, 58°C 20 s and 72°C 20 s) and an additional final extension at 72°C for 10 min. 2-ΔΔCT method was used to analyze the date. Independent-samples t test to determine significant differences (P<0.05)
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Fig. S1. SEM micrographs of the gut mucosa folds in tilapia fed the two experimental diets at the end of feeding period by SEM (×100) .
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Fig. S2 SEM micrographs of the gut microvilli length (by estimate) and density in tilapia affected by dietary microbial phytase (×20,000)
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Fig. S3 Effects of dietary microbial phytase on liver hsp70 and cytokine gene expression in tilapia at the end of the 12–week-feeding period, Values are means ± SEM (n = 4). “*” P<0.05, Student’s t test.
[image: image4.png]Microbial phytase

3 Control

hsp70

_u

I
0 o n
-—

/ 4 -
-~ o o

uoIss31dx3 JudS IAnePRY

tnf-a

_l

I I I I
e~ - . ol
N - - o

uoIssa1dxd duds dAnePY

=
o

i-18

tgf-B

— I

uoIssd1dX3 duds AN BY

I I I

- = —

- - o
uoIssd.1dxd duds dAnePY

=
o




Fig. S4 Effects of dietary microbial phytase on kidney hsp70 and cytokine gene expression in tilapia at the end of the 12–week-feeding period, Values are means ± SEM (n = 4). “*” P<0.05, Student’s t test.
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