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1.1.1 B &k 0 48 B ¥k : 11 % 5L AT " NDC 75017
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B o
L1.2 F il #0088 5 2006 /F i bl
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RT-PCR Kit. SYBR Premix Ex Taq™ I (TaKaRa 2
7)) ; NF+«B fif i 1k $1 4& (Cell Signal Technology 7%
) ; GAPDH $i 4k (Santa 22 7)) ; HRP A7 ic 11 2 471 &
IgG (Santa 22 7)) ; PVDF Ji§ (Millipore 23 7)) ; ECL &
Y657 A& (TransGen A 7] ) ; X} (EastmanKodak
AT o HLYK AL B AL (BioRad 24 %) ; ABI7500
S 986 PCR X (ABL 24 7)) ; HF90 A CO, 15 7% 44
(g ) R A IR A A .
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NDC 75017 £ F) ¥ Caco=2 40 Mo ¥t 2 W W EE 41
Jifd, 2 B Trizol RNA $2 B J7 ¥ 32 BX Caco2 4 i i
RNA Fl2 A % -
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40 pmol /L, R J5 5 WA IR 1) Caco2 41 g 4L 15 %
30 min, 2 J5 M A 1 x 10° CFU/mL [ 44 ¥ 3L 4T 56
NDC 75017 B %75 37°C 40 M 8% F 46 vh $L 55 5522 h,
F PBS i 2 ko B Jo WOAR 40 i, 2 ] Trizol RNA
FEMOT AL I Caco2 41 il 2 RNAS
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Table 1  Organism, Base sequence, T, and sizes of PCR products for target genes specific oligonucleotide primer
Organism Gene Gene No. Oligonucleotide sequence (5°—3") T, /C Product/bp
Homo sapiens Gapdh NM_002046 AACGGATTTGGTCGTATTG 53.2 214

GCTCCTGGAAGATGGTGAT 54.1

il-6 NM_000600 GAGAAAGGAGACATGTAACAAGAG 54.9 225
GCTCTGGCTTGTTCCTCAC 55.1

tlr2 NM_003264 GATGCCTACTGGGTGGAG 52.6 223
AAAGACGGAAATGGGAGA 52.2

1.4.2 Real Time PCR g 7 & 4 5 Pr$2 B 19

Caco2 4l s &2 RNA Jx #% 5 3K 73 cDNA, ) W 4 1

Sk :37°C, 15 min; 85°C,5 so %R J5 i 1T Real Time

PCR SN » N5 AT 49 1 95°C TAS Pk 10 5595°C A8 1k

5 5,60°C 1Bk 34 5,40 MEH .

1.5 Western blot 75 5% 46l & 8 B9 8 B8 (L 2k F
T NF-«B & [ 2 1L /K 7 /& NF«B {5 5 1@

% T PO 10 AR & BT LA SCR ] Western Blot
JPVER I NF«B & A BRI K™Y o s
YURIXT BAL I R B IR — 8,20 pg R &0t
129% 1)+ - Joe L0 19 B R TR 9 T e % e v vk (SDS-—
PAGE) J5 i H:#: %2 % PVDF it I, Fi I 5 7L & 1] i
1 he #RJ5H —Hr Bl G I8 1) NF+B p65 i % 1k bt 14
(1:1000) ,4°C % & 1L 8, B 5 H — 41 HRP $rid (7 10
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Fig. 1 L. plantarum NDC 75017 induced gene expressions of il6
and tlr2. Caco2 cells were stimulated with L plantarum NDC 75017
(108CFU/mL) at2, 4, 6, 8, 10 and 12 h. A: il6, B: tlr2. After
stimulation RNA were extracted, and the induction of the genes
encoding il6 and tlr2 were determined by quantitative real time PCR.
The messenger RNA levels were normalized to the relative expression
of gapdh. Results were expressed as mean fold increase + SD with n
=3 in each group. " p <0.05, **p <0.01, ***p <0.001

compared to the control groups.
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Fig.2 L. plantarum NDC 75017 triggered NF+«B phosphorylation
in Caco2 cells. Caco2 cells were stimulated with L. plantarum
NDC 75017 (108CFU/mL) at2, 4, 6, 8, 10 and 12 h. The levels
of the phosphorylated form of NF«B and internal standard protein,
GAPDH, were measured by Western Blot with antibodies against the

Ser (p) NF«B p65 and GAPDH.
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Fig.3 Caco2 cells were pre-treated with 40 pmol/L inhibitor of NF-
kB pathways (PDTC) for 30 min, followed by stimulation with L.
plantarum NDC 75017 (10*CFU/mL) for2 h. A: il6; B: tlr2. Total
RNA were extracted; reverse transcribed and real time PCR was
performed for determining the genes encoding il6 and tlr2. The
messenger RNA levels were normalized to the relative expression of
gapdh. Results were expressed as mean fold increase + SD with n =3

in each group. P < 0.01 compared to the groups treated with

NDC75017.
3 it
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Abstract: [Objective] We tested the expression of immune-—related gene interleukin 6 (il-6) in wvitro to understand the
influence from Lactobacillus plantarum NDC 75017 on host cells and further to reveal the regulatory mechanism.
[Methods] Caco2 cells were cocultured with L. plantarum NDC 75017 for 0, 2, 4, 6, 8, 10 and 12 h, the total RNA
were extracted; then the expressions of il-6 and tlr2 genes were analyzed by Real Time RT-PCR. The phosphorylation level
of NF«B was analyzed by Western Blot after the Caco2 cells stimulation with L. plantarum NDC 75017 at 0, 0.5, 1, 2
and 4 h. Caco2 cells were pretreated with pyrrolidine dithiocarbamate for 30 min before being treated with L. plantarum
NDC 75017 for 2 h, then the total RNA was extracted and the expressions of il-6 and tlr2 genes were analyzed by Real
Time RT-PCR. [Results] Lactobacillus plantarum NDC 75017 could induce the expressions of il-6 and t/r2 in Caco2
cells, the il-6 and tlr2 expressions peaked at 8 h and 6 h after cocultured with L. plantarum NDC 75017. L. plantarum
NDC 75017 could rapidly activate the phosphorylation of NF«B, and the expressions of il-6 and tlr2 were decreased
notably after pretreated with pyrrolidine dithiocarbamate. [Conelusion] L. plantarum NDC 75017 could up-regulate and
then down-regulate the expression of il6 through rapidly activating ¢/r2-mediated NF+«B signaling pathway in Caco-2 cells.
Keywords: Lactobacillus plantarum NDC 75017, Caco=2 cells, interleukin 6 (il6) , tolldike receptor2 (¢r2) , NF—«B
signaling pathway
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