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ABSTRACT Objective: To investigate whether the expression of Foxp3 in human's Papillary thyroid carcinoma (PTC) cells could
be regulated by TLR4 signaling pathway activation. Methods: We used human's thyroid carcinoma K1 cells as the research object, and
choose lipopolysaccharide (LPS) as a ligand to activate TLR4 signaling pathway. The mRNA expression level of Foxp3 was detected by
RT-PCR method in different LPS concentrations (0, 5, 10, 20, 40 wg/mL) and at different time points (12, 24, 36, 48 h). The protein
expression level of Foxp3 and TLR4 were detected by flow cytometry. The expression level of Foxp3 mRNA and protein were detected
by RT-PCR and flow cytometry respectively after adding LPS inhibitor polymyxin B (PMB). Results: The mRNA level of Foxp3 was
significantly increased by 10 pwg/mL LPS at 24 hours (P<0.05). And the protein level of TLR4 was significantly increased by LPS
activation. After the PMB blocking TLR4 signaling pathway, the expression of Foxp3 mRNA and protein were significantly decreased
than that of without blocking group (P<0.05). Conclusions: In human's Papillary thyroid carcinoma (PTC) K1 cells, TLR4 as the
upstream signaling molecules, it could be involved in regulation of Foxp3 by its own expression changed.
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Table 1 Primer sequences of the gene by RT-PCR

Gene Primer sequence (5'-3")

Foxp3 F: GCCACCATGCCCAACCCCAGGCCTGG
R: TCAGGGGGCCAGGTGTAGGGTTGGAAC

B-actin F: CTACAATGAGCTGCGTGTGG

R: AAGGAAGGCTGGAAGAGTGC
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1.5 it abiE
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PERIASSEE BRifE2E (xxs )R, DL P<0.05 R 2257 HA S

%‘E:S(O

2 BEREHT

2.1 LPS fEEARE S

LPS & 5 AR (0, 5, 10, 20, 40 wg/mL ) 73 i) 1
T AN HUIR IR L KR8 K1 402, 24 h J5 RT-PCR £ il Foxp3
mRNA FRZE R R, AEHKE LPS (B 0 pg/mL) fEFF,
Foxp3 mRNA A HA FiE, HIZLL 10 1 20 wg/mL i iR
i 2 3, B LPS 0 wg/mL 20 2 5 i 3% (P<0.05) , Jvf LPS ¥
&R 10 pe/mL B, EJEVE BB S, WL 1.

1.2

* *
1.0 . T
—L T
g 08
=
Q
T 06
[«a X
S~
B 04
£ 0.
i
0.2
0.0 L e L —
0 5 10 20 40 ug/mL

1 RNEK B LPS {EA T K1 2l Foxp3 mRNA ik K300
i*: 5 0 wg/mL #LL, *P<0.05.
Fig.1 The effect of different concentrations of LPS on mRNA expression of
Foxp3 in K1 cells

Note: ¥*P<0.05, compared with LPS 0 pg/mL group.
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PL 10 pg/mL /24 LPS (AR, FIH RT-PCR J5i%4)
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K25 5 S, Foxp3 mRNA. [¥) 3835 5 78 DU B B] S 3 AN [
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Fig.2 Analysis of Foxp3 mRNA expression at different time in K1 cells
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Note: ¥*P<0.05, compared with LPS 0 pg/mL group.
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Fig.3 Analysis of the most effective concentration of LPS on protein

expression of Foxp3 in K1 cells

i£:5 0 ug/mL #LE, *P<0.05,

Note: *P<0.05, compared with LPS 0 pwg/mL group.
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Fig.4 The effect of LPS on protein expression of TLR4 in K1 cells
iE: 5 0 pg/mL #8 Lk, *P<0.05.Note: *P<0.05, compared with LPS 0 p.g/mL group
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Fig.5 Analysis of Foxp3 mRNA expression before and after the PMB

LPS (10)

blocking TLR4 signaling pathway
Note: *P<0.05, compared with LPS(0) group; #P<0.05, compared with
LPS(10)+PMB(50) group.
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Fig.6 Analysis of Foxp3 protein expression before and after the PMB blocking TLR4 signaling pathway
Note: *P<0.05, compared with LPS(0) group; #P<0.05, compared with LPS(10)+PMB(50) group.
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