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The change in expression of Toll - like receptor 4 on peripheral blood menonuclear cell after continuous renal
replacement therapy in patients with sepsis WANG Shao-dong: ZHANG Xing-quan, WU Xue-hao, CAO
Gang, XIA Xin-yi, TANG Wen-jie. Department of Emergency, Military General Hospital of Nanjing
Military Command s Nanjing 210005, Jiangsu, China

[Abstract] Objective To explore the change in Toll - like receptor 4 (TLR4) of peripheral blood
mononuclear cell (PBMC) and the expression of cytokines in patients with sepsis, and to investigate the role
of continuous renal replacement therapy (CRRT) in its modution. Metheds A clinical study was performed
in 13 patients with sepsis which were divided into improved group (n=7) and healing group (=26,
according to their outcome. Another 6 healthy individuals served as normal control. The mRNA expression
of TLR4 on PBMC was detected by reverse transcription — polymerase chain reaction (RT ~PCR), the
protein expression of TLR4 on PBMC was assayed with flow cytometry, the expressions of IL - 6 and
TNF - a were measured by enzyme linked immunoadsorbent assay (ELISA). Results TLR4 mRNA, IL -6,
TNF - a, and TLR4 protein expressions were upregulated markedly in patients suffering from sepsis. The
above parameters were decreased significantly after CRRT (all P <C0.05) and in the same time, the clinic
condition turn up, in the meanwhile, the expression of TLR4 went down, but it still have some expression on
monocyte in improved group. Conclusion The down regulation of TLR4 through CRRT may imply an
important mechanism in the CRRT on patients with sepsis.
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1.3 M¥ IL-6.TNF -a M .7 8% 41T CRRT
B RERASTFRE BT RE B E S B A K
L, B MmERE,.- 80 CR%E. IL -6 BB
W B ¥ (ELISA) 7 &1 5 78 E U - cytech Bio-
sciences A ], TNF - « I3 & W g 5 # F] Bended
AuL BEREN WA BHT. REafs. mA
FrRA B A TR R BE AR ot &% 100 pl ZEAERFLH,37 C
$E 60 min; YEME B FLAR WA 4 Y0 & Bk Fn Bg
5684 100 pl,37 CEME 60 min F 30 min; il B
7, BT 10~25 min, & IF K& E, B Z0 &
P 450 nm A BB SEEE (AE , F IR IER M 2R &
MR,

1. 4 AME M B8 40 i (PBMC) (14> B & tRNA
R F bR B[] & (R B 4 R Y #R B I 2 ml,
FFRDLEE M, 5% & Hank's B S, A Ficoll 40 g
43 B3 W (£ M Pharmacia) 4+ 8 4 PBMC, A 0.5
ml TRIzol ¥ # (£ H Invitrogen), 35 411B &, # 1%
B PBERMEE RNA ZERFEILRE,-80 CHRH#.
1.5 PBMC # TLR4 mRNA % ik K0 & . F %4
43 66 BE+ (Du - 640, 3 B Beckman) il &£ tRNA
AR R, B0 H KIS 2856 W2 18S WHEK
2 4%, 7 B K 260/280 nm AbRY A {8 H>1. 8. B
RNA 2 pl, Fii 5 F-R G 88 XM (RT - PCROK
0 TLR4 mRNA ik, A=Z#RHHMEK IS
(GAPDHY P = WEANS K., F1YFFiamy
BANKERLE L.EMRMERRY ™Y 10 pl,
FETHERNEBRKER B IK BIKERE
GAPDH W H k45 R AH X B8, 75 i TLR4 R X A

XF IR EE
&1 TLR4mRNASIHIMFIIMTEABRKE
Table 1 Primer sequence of TLR4 mRNA and
its amplified fragment length

ElE/ B EEZ 2 FURE
TLR4  5'- AGGATGATGCCAGGATGATGTC -3’

5'- AGAAATTCAGCTCCATGCATTGAT -3 °° PP
GAPDH 5'-CCAGGTGGTCTCCTCTGACTT - 3’ 130 bp

5'~GTTGCTGTAGCCAAATTCGTTGT -~ 3’

1.6 TLR4 FiXAWN 4080 M - B 100 pl L8
I An AL E B (PE)$HL A TLR4 (3 H eBioscience
ZAFED10 pl, BEEAE IR TME 30 min, 75 BB EE I

100 pl, fin A/NRR IgG2a — PE 10 pl 4E 4 7] & %t B8,
A 0.5 ml il (W H*EEBD A7), B=RT
R BL 10 min, € 3% % % 28 #R % , 400 X g B .L>5 min,
A 0.01 mol/L.pH 7. 4 FBEER L 28 vh ¥ (PBS) ¥k 3%
2 K, TE FACS Calibur B #3410 Hg (X . CellQuest 3k
- (BD /A 5])488 nm B AL, ZKE 1. 0X 10* 40
Jd, #0053 A% 40 TLR4 - PE %658 B (FMD

1.7 S8 R BB A AR E (£ )
R A E AT E 4, P<0.05 AERAF LI
2 & R

2.1 s 13 BBEPITRE 76,308 6 H.

2.2 PBMC # TLR4 mRNA W%k (8 1): E¥
SBR[/ 8 TLR4 mRNA F£ik, 136 8%
ABtJ§ TLR4 mRNA ERiX¥ F &; %E17 CRRT 7
SFHE4H TLR4 #8214 TLR4 mRNA £k
2B IF % 5t A Rk KFE .

M:Marker;1: [E# X B2 ;2. CRRT 857 B 5
3:CRRT #7# 41 ;4.CRRT ¥4 @415, % A X B4l
1 PBMC # TLR4 mRNA ik ig R
Figure 1 Expression of TLR4 mRNA on PBMC
2.3 I3 IL -6.TNF -« BRI (£ 2) .13 HilgE
1T CRRT J4¥7HT IL -6 . TNF -« ¥ B E ¥ &, 1T
CRRT 475 IL - 6. TNF - o« ¥ K, ZR A S
FEREX (P #<0.05); BIARARTHHE4A.
*x2 HMEIMHFIL-6.TNF-a X PBMC RH
TLR4 REMH T (xts)
Table 2 Change of expression of IL - 6, TNF ~«
and TLR4 on PBMC in serum (x+s)

#5 W)  IL-6(ng/L)  TNF-a(ng/L) TLR4(FMD
CRRT 578 13 16290426602  15.7743.492 364, 994120. 602
CRRT f#4 7 21.884 2.67*  9.29+1.86*  116.47+ 26.81*
CRRT ¥ @4 6 2.35+ 1.08*  1.1540.98*  20.214+ 5.82*
FEXEY 6 2.63% 1.24 1.14£0.69 15.674 3.49
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BN, EWNXBHMBELARAE —EH TLRA EH
#3576 CRRT S8 H R KK FMI S5 578
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AR B AL R F B B R RIS TR TE R
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P30 B0 A SR 5 BE S o L 4 KD 5 S SR 7 U 4 i R
B H0 T S T BB 1Y P PR 0 O B B L 4R BE R SE A
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EAIUEH IL -6 JMEAEM T E™ERENE
RIGFF", EHEECHHREN, SR EEEE
# 4 TLR4 mRNA £ BENE , 5 THRENR
F IL -6 f1 TNF —a 247K K, H SIRS H & 3
SIRS A E BE. AT LHAN, SRR EE NI KE
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MBS,
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M A R AR R R NE B B AR
TLR & 12 M5 Hd TLR4 FEN S G BRSR
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HERETF-1(AP - DHE i, 5 DNA 44 F ERIEK
N VAT R A R 3 F XK NF - «B 256 (7 S AHES
. BB E T IL - 6.IL - 1.TNF —a DI R4HHA
BT FMoFMEBRME T CD8 Wi %, M
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ABERAMARE T Bk, TLR4 0T §8 7 M3 A5 59
REERPEEEEEM.
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