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Experimental Design 
240 freshly weaned male rabbits (30 days old) of similar body weight were randomly 

divided into eight groups. In each group of 30 rabbits, 2 rabbits were kept in a 60 x 40 x 40 
cm cage. The temperature of the rabbit house was approximately 23°C, with natural ven-
tilation and light. Rabbits were allowed to eat and drink freely. According to our previous 
study [1], the eight experimental diets were supplemented with 0%, 0.05%, 0.10%, 0.30%, 
0.50%, 0.70%, 0.90%, and 1.10% butyric acid to the basal diet (see Table S1 for diet compo-
sition and nutrient levels). The test basal diets were formulated according to NRC recom-
mendations (1977) and Nutrition of Rabbit [2]. At the end of the experiment after 20 days, 
the average daily feed intake, average daily gain and diarrhea rate of rabbits were counted. 

Results 
As shown in Table S2, average daily feed intake and average daily gain were greatest 

when dietary butyric acid was 0.30%, while diarrhea rate was significantly lower (p < 0.05). 
This indicated that the addition of 0.30% butyrate to the rabbit diet was most appropriate. 

 
Figure S1. Experimental design.  
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Table S1. Composition and nutrient levels of basic diet (air-dry basis). 

Ingredients Content (%) Nutrient levels2 Content  

Corn 14 DE(MJ/kg) 9.94 

Soybean meal 12 DM (%) 91.33 

Wheat bran 13 CP (%) 15.67 

Alfalfa meal 6.5 Ash (%) 7.46 

Rice bran 15 EE (%) 4.12 

Wheat middlings 8 CF (%) 15.04 

Soybean husk powder 15 Ca (%) 0.86 

Germ meal 3.5 P (%) 0.55 

Bean straw powder 9   

Premix1 4   

Total 100   

1 Table The premix provided the following per kg of diets: VA 12 000 IU, VD 900 IU, VE 50 mg, VK3 
1 mg, VB1 1 mg, VB2 3 mg, VB6 1 mg, VB12 10 μg, choline chloride 500 mg, Fe (as ferrous sulfate) 
100 mg, Zn (as Zinc) 50 mg, Se (as Selenium) 0.05 mg, I (as Iodine) 0.6 mg, Lys 1500 mg, Met 1,500 
mg. The rest was miscellaneous meal carrier complement. 
2 Nutrient levels were measured values. DE=Digestible Energy; DM=Dry Matter; CP=Crude Protein; 
EE=Ether extract; CF=Crude Fiber; Ca=Calcium; P=Phosphorus. 
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Table S2. The growth condition of rabbits (n = 30). 

 
Abbreviations: ADFI = average daily feed intake; ADG = average 
daily gain. 
Means without a common lowercase superscript letter in a row 
are different in p < 0.05. 
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Table S3. Gene-specific primers used for the analysis of rabbits gene expression. 

Gene 
Genebank accession num-

ber 
Primers sequences(5’→3’) 

Product size 

(bp) 

β-actin NM_001101683.1 
F: CGCAGAAACGAGACGAGATT 

168 
R: GCAGAACTTTGGGGACTTTG 

Claudin-1 NM_001089316.1 
F: CAGCATGGTATGGCAACAGAA 

156 
R: TCCGAGGACAAGAACAGCAA 

Claudin-2 XM_008272846.2 
F: AGTGGCGATAGCAGGTGGAGTC 

105 
R: AGTGGTGAGTAGAAGTCCCGAAGG 

GAPDH NM_001082253 
F: TGCCACCCACTCCTCTACCTTCG 

163 
R: CCGGTGGTTTGAGGGCTCTTACT 

JAM2 XM_017346699.1 
F: ATATCGCAGGTGTCCTGGAA 

122 
R: GAGCATAGCACACGCCAAG 

JAM3 XM_008248363.2 
F: TGTGAGGAGCAGGAGATGGA 

123 
R: GCCACGTCTGTATGCACAGC 

Occludin XM_017344772.1 
F: CACGCTTGCCTGGGACAGAAC 

116 
R: CGTAGCCGTAACCATAGCCATAGC 

ZO-1 XM_017348360.1 
F: CCTCCGCTCATACCTTCCTCTCAG 

100 
R: GGTCCTCGTCCTCCTCGGTTAG 

Abbreviations: GAPDH: Gyceraldehyde-3-phosphate dehydrogenase; JAM2/3: Junctional adhesion 
molecule2/3; ZO-1: Zonula occludens1 
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