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B (LPS) AR A )75 5 HBECs A% E R | il K Sl | iz 7e b 1 (SPLUNCT) FE[H k5 0l , #53 SPLUNC1
NGBR3 SRAH 0.01, 0.1, 1.0, 10 mg/L LPS /%S HBECs, i i MEMEEE (MMT) G0
LPS Xt HBECs 45 HY520 , 755 HBECs 2. 4. 8. 16, 24 h J5 i@ i 228 6 B B A HEsE Y (FQ-PCR) #
M SPLUNC1 JEPH #8500, 255 A SPLUNCI/GAPDH ¥ NUBL L F R . &8 0.01.0.1, 1.0, 10 mg/L
B LPS H 0] 44 HBECs B4z 1< [ WOGRE (A ) : 0.48+0.03. 0.37+£0.01, 0.30+0.03. 0.27 +0.02, FixH A= K
EH0:94.12% . 72.55% ., 58.82% . 52.94% ), F-HEIH T SPLUNC1 K ik [0 5 76— BE4H, LPS #3440
fitl 2 h J§ SPLUNC1 &R k4G 18, it i e) 4 20 i v, SRR [ 0.01 me/L 412, 4. 8. 16,
24 h 4351 0.1940.03, 0.24+0.04, 0.26+0.03, 0.44+0.05. 0.51+0.07 ; 0.1 mg/L 2143514 0.43 +0.02
0.5240.05.0.60+0.06.0.63 +0.08 . 0.68 +0.05; 1.0 mg/L ZH 43714 0.44 +0.02 . 0.48 +0.02 ., 0.50 + 0.03 .,
0.58+0.05.0.70+0.06; 10 mg/L ZH43 %1 0.34+0.03,0.38 +0.04 . 0.68 +0.05, 0.96+0.08 . 0.98 +0.07 ],
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[Abstract] Objective To study the effects of lipopolysaccharide (LPS) on the growth of human bronchial
epithelial cells (HBECs). To observe the expression of short palate lung and nasal epithelium clone 1 (SPLUNC1)
at different time points after being induced by LPS of different concentration in HBECs. To explore the role of
SPLUNCI in respiratory tract infection. Methods The expression of SPLUNC1 gene in HBECs at different
time points (2, 4, 8, 16, 24 hours after LPS simulated) induced by different concentrations of LPS (0.01, 0.1, 1.0,
10 mg/L) was detected by real—time fluorescent quantitative polymerase chain reaction (FQ-PCR), and the growth
of HBECs was detected. SPLUNC1 gene level results were demonstrated by SPLUNC1/GAPDH gene copies
ratio. Results LPS inhibited the growth of HBECs [absorbance (A ) value: 0.48 +0.03, 0.37 £0.01, 0.30+0.03,
0.27 £0.02, relative growth index: 94.12%, 72.55%, 58.82%, 52.94%)|, and induced the expression of SPLUNC1
gene; in the same concentration group, SPLUNC1 gene expression began to increase after 2 hours stimulation of
LPS, with the prolongation of time gradually increased in a time dependent manner (0.01 mg/L. group on 2, 4. 8.
16, 24 hours were 0.1940.03, 0.24 £0.04, 0.26 £0.03, 0.44 £0.05, 0.51 £0.07, respectively; 0.1 mg/L group
were 0.43 +0.02, 0.52 £0.05, 0.60 £0.06, 0.63 £0.08, 0.68 +=0.05, respectively; 1.0 mg/L. group were 0.44 & 0.02,
0.48+0.02, 0.50£0.03, 0.58 £0.05, 0.70 £ 0.06, respectively; 10 mg/L group 0.34 +0.03, 0.38 = 0.04, 0.68 = 0.05,
0.96 £0.08, 0.98 £0.07, respectively). There was statistical significance difference between the two groups at different
time points (all P < 0.01). Conclusions LPS can reduce the growth of HBECs induced by LPS, increase the
expression of SPLUNCI1 gene, and its expression is time—dependent in a certain range. It is speculated that SPLUNC1
may be involved in the initial defense of bacterial infection.
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1 #R5FE
1.1 Ak LPS T 3£ Sigma AR ; HBECs T
TR B2 22 B sy s 2 RNA $RBUR ) & (E.Z.N.A.
Total RNA Kit 1)l F 3% [E Omega /A 7] ; RPMI-1640
e F 3 [E Gibeo 2w 5 K% 5% 157 & (Prime Script
RT reagent Kit Perfect Real Time) Il F H A< TaKaRa
Nl
1.2 Jiik
1.2.1 HBECs B335  H 10% Ba 4 1% (FCS) 1)
RPMI-1640 5 F& KL 7E 5% CO, . 37 °C FH I8 40 i 1%
FEF T % HBECs.,
1.2.2 SEIG 4 20 K 20 R Y B R DU 3 A E e
(MTT) A0 LPS X 20 Jfd 34 58 52, B A K R
U1 HBECs B F 5% CO, Ki 7P B 5% 24 h |5 5
JEUES R, 3 R R B L AU TR B LPS 4 (iR JE 4
SEH 0.01, 0.1, 1.0, 10 mg/L), &M% 4 NEAL.
TER TR AR FT LI 20 ul MTT 15 ¥ 74k 22 15
4 h, ARG R LW, A 150 pl —HJEEAR,
JCEIFE IR b Rl i ot 20 A, 38 3 BFRAY 570 nm
SEMOGIEE (A H). MIXFAE KIS (G1) = (A FEL
AE / RHIBZ A ) X 100% , GI>100% A=K,
GI<100% HFAMil A K .
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1.2.3.1  4r#H M ab 3575 K HBECs 43k LPS 41
FUNHRZH . LPS A 43wl A ¥ Bk 0.01, 0.1, 1.0,
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B B 10 45, Brlsid . 514915 Mix IR, PCR R
1A 22 RN 743 ) UL 2% 1, #8458 SPLUNCI mRNA J%
GAPDH mRNA (1% D1 %%,
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RNifAzR R RNRRT R iy )] TR AR
cDNA 2.0 ul || FARME 95 C 5 min 1
Mix 125 uL | H PCR - 94C 155 40
519 F 1.0 ul. 60 °C 10s

519 R 1.0 ulL 72°C 15 s (JETE)

ddH,0 8.5 uL. || HOLD 40°C 1s 1

1.3 SEibabr AR A R A SPSS 13.0
AT A TR ORI LA S + A
25 (x+s) R, RMIT 2504, LL P<0.05 H2ERA
Gt L.

2 H#ER

2.1 MTT 7K M A [R] vk B2 LPS ] 3% % HBECs 3
FERSENE  LPS 7E— & M BE M A (0.01 ~ 10 mg/L)
REA I A LA AR F ORI 7 WY ik e
e W32,

£ 2 AFEMEE LPS % HBECs 4001458 A5

20 51 LBFL) A (xEs)  HXTAEKIER (%)
X IR 2 12 0.51+0.02 100.00
LPS0.0l mg/L 4 12 0.48+0.03 " 94.12
LPS 0.1 mg/L 21 12 0.37+0.01% 72.55
LPS 1.0 mg/L 41 12 0.30+0.03 " 58.82
LPS 10 mg/L 41 12 0.27+0.02% 52.94

H + SATBRALILER, "P<0.01; ST —WRIEALILAE, "P<0.01



172 -

SERIAG S BRI ZR 5 2017 4E 9 J145 9 4245 3 81 Chin J Clin Pathol, September 2017, Vol.9, No.3

#= 3 A[FUE LPS X HBECs i SPLUNC1 JE AR X Feik i s (v +s)

¥ SPLUNCI P
1) L% SEDIARAS b
(L) 2h 4n 8h 16 h 24h

payite] 12 0.05+0.01 0.07+0.02 0.07+0.02 0.06+0.02 0.05+0.01
LPS 0.01 mg/L 41 12 0.19+0.03 0.24+0.04 0.26+0.03 * 0.44+0.05 0.51+0.07
LPS 0.1 mg/L 21 12 0.43+0.02%" 0.52+0.05 " 0.60+0.06 " 0.63+0.08 " 0.68 +0.05 "
LPS 1.0 mg/L 41 12 0.44+0.02% 0.48+0.02 2 0.50+0.03 2 0.58 +0.05 2 0.70 +0.06 2
LPS 10 mg/L 21 12 0.34+0.03 " 0.38 +0.04 2" 0.68 +0.05 " 0.96+0.08 " 0.98 +0.07
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2.2 FQ-PCR il SPLUNC1 FE R ik
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