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ABSTRACT Abjective: To investigate the expression level of HRH4 in gastric adenocarcinoma (GAC) and its clinical significance.

Methods: The protein and mRNA level of HRH4 was examined in tissues from 60 patients with GAC by SP immunohistochemistry and

real-time PCR compared with adjacent normal tissues (ANT). Results: (D The positive expression rate of HRH4 protein in GACs (11.7%)

was significantly lower than that in ANTs 96.7% P<0.001 .@The average mRNA level in patients with was much lower than those in
adjacent tissues. 3 The positive expression rate of HRH4 protein and HRH4 mRNA in stage T3~T4 (2.6% and 5.1%) was significantly

lower than that in stage T1~T2 (28.6% and 38.1%, P<0.05). Conclusion: The expression of HRH4 gene is reduced significantly in GAC

tissues and is correlated with TNM stage. Abnormally expressed HRH4 and histamine might play a role in the progression of GAC.
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H4 Mouse Anti-Human HRH4 Monoclonal
Antibody Unconjugated, Clone 2D5 TransGenic Inc.
CD34 N S-p N DAB
Genetech . Trizol RNA
MMLV-RT
Promega Realtime-PCR Sybergreen
Biorad Realtime-PCR iQ5 Multi-
color Real-Time PCR Detection System,
1.3
1.3.1
HRH4 1 100 S-P
DAB °
PBS °
132 RT-PCR RNA
RNA
mRNA cDNA, Real-
time-PCR 201 10x Buffer 2 1 dNTPs 200mM 0.4 1
MgCl, 25mM 2.41 10mM 0.5 1 Fermen-
tas Tag DNA 0.21 Sybergreen 031 0.5 g/ml

ddH2014.7 1 , Realtime-PCR

GAPDH Forward primer: 5'- TGC ACC ACC AAC TGC TTA
GC-3"; Reverse primer: 5-GGC ATG GAC TGT GGT CAT
GAG-3' HRH4 Forward primer: 5'- TAA GCC ACC TGA GCA
GCT -3' Reverse primer 5'- ACG GCA ATA CCC TGT CTT
-3',  Realtime-PCR HRH4 95°C 3 min 95°C

30s 55°C 30s 72°C 20s 40 72°C 10min

GAPDH 95C 3 min 95°C 30s 60°C 25s 72°C 20s
30 72°C 10min, GAPDH
0. 999 o
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+ SPSS10.0
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Real-time PCR HRH4 GAPDH

Ct (HRH4 Ct-GAPDH Ct) ACt>6.5
1.5
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Fig.1 HRH4 Immunocytochemisty in Gastric Adenocarcinoma and
Matched Adjacent Normal Tissues(200x ) A: Gastric Adenocarcinoma

tissue B: Adjacent Normal Tissue

1 HRH4 %
Tablel Expression level of HRH4 protein in normal and tumor liver
tissues(%)

Group Number of cases HRH4 expression(+)
GAC 60 7117 A
ANT 60 58 96.7

Note: Using Fisher's Exact Test. Ap<0.001 GC group compared with ANT

group.
2.2 PCR HRH4 mRNA
PCR mRNA
HRH4
GAPDH Ct (CtHRH4 - CtGAPDH) ACt>6.5
- 2 2 HRH4 mR-
NA/GAPDH 2- Ct=0.192
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N H2 Fig.2 Realtime-PCR analysis of HRH4 mRNA level in paired cancer and
H4 adjacent normal tissues.
2 2-AACt mRNA
Talbe2 2-/\/ACt Method used to analyse the results of Realtime-PCR in analysis of HRH4 mRNA
) 2-A/A\Ct representing
Average Average Ct average Ct(Average Ct-adjacent ) .
Group relative expression of HRH4
HRH4 Ct GAPDH Ct CtHRH4-CtGAPDH normal tissue Ct)
in cancer tissue
ANT 29.86% 0.49 24.12+ 041 5.76x 0.51 0.0+ 051 1.0(0.92-1.08)
GAC 32.89% 0.64 23.65+ 0.37 9.12+ 0.71 3.37+ 0.68 0.193(0.180-0.205)*
Note: Ap<0.001 ANT
3 HRH4 HRH4 mRNA TNM ()

Table 3 Correlation between TNM staging, lymph nodes metastasis of gastric adenocarcinoma and HRH4

Clinical Pathologic Number of HRH4 protein , . HRH4 mRNA ,
X X
Index cases + (%) + (%) P
TNM staging
TI-T2 21 6 15 28.6 8.96 0.0027 8 13 38.1 10.68 0.0011
T3-T4 39 1 38 2.6 2 37 5.1
Local lymph nodes
metastasis
- 14 6 8 42.9 17.23 <0.001 5 9 35.7 7.91 0.0049
+ 46 1 45 22 3 43 6.5
HRH4
histidine decarboxylase HDC 0 HRH4
[13]p [14] °
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