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Repeated administration of the food additive E171 to mice results in accumulation in intestine and liver and promotes an inflammatory status
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Supplementary Results

Table 1. Sequence of the primers.
	Gene name
	Gene-sequence 5’-3’

	β-actin FW 
	GCCCTGAGGCTCTTTTCCAG

	β-actin REV
	TGCCACAGGATTCCATACCC

	TNF-α FW 
	AGACCCTCACACTCAGATCATCTTC

	TNF-α REV
	TTGCTACGACGTGGGCTACA

	IL-1β FW
	AGTTGACGGACCCCAAAAGA

	IL-1β REV
	GGACAGCCCAGGTCAAAGG

	SDF-1 FW
	AAAGCTTTAAACAAGGGGCG

	SDF-1 REV
	GCAGGAAGCGGGGAACTA

	COX-2  FW
	AGCCAGGCAGCAAATCCTT

	COX-2 REV
	GGGTGGGCTTCAGCAGTAAT

	ICAM-1 FW
	CTGGGCTTGGAGACTCAGTG

	ICAM-1 REV
	TCCGGAAACGAATACACGGT

	IL-10 FW
	GGCGCTGTCATCGATTTCTC

	IL-10 REV
	ATGGCCTTGTAGACACCTTGG


Table 2. Hydrodynamic diameter of E171 suspension.
	Time (hours) 
	NP diameter 

(nm) 

	0 
	201.2 ± 8.5

	6  
	192.1 ± 2.4


The hydrodynamic diameter of E171 was determined immediately after the suspension in water at 10 µg/mL (time 0) and 6 hours later by Nanoparticle Tracking Analysis. Each value is the mean ± SEM of three experimental values from three independent experiments (n=9).

[image: image1.emf]Time (day)

B

o

d

y

 

w

e

i

g

h

t

 

(

g

)

0 2 4 6 8 10 12 14 16 18 20 22

20

25

30

35

Vehicle

E171


Figure S1. Effect of E171 on the body weight of mice. Mice were orally treated with 5 mg/kg b.w. E171 freshly dispersed in water (E171) or with the same volume of water (Vehicle), 3 days/week for 3 weeks according to the scheme reported in Figure 1A. Mice were individually weighed before the study and on different days during it. Data are the mean ± SD (n= 10). No statistically significant difference was observed (two-way Anova and Bonferroni’s post hoc test).
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Figure S2. Effect of E171 on tissue pro-inflammatory cytokines. Gene expression levels of ICAM-1 and COX-2 in the stomach and whole intestine and SDF-1 in the liver of E171- and Vehicle-treated mice were measured by qPCR-RT. Data were normalized on the level of β-actin as housekeeping gene. Data are expressed as relative expression level ± SD (n=10). *p<0.01 vs. Vehicle-treated mice according to Student’s t-test.
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