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Fig. 1 Antibacterial activity assay of acid-soluble extracts

of human cervical mucus by gel overlay technique
(a) AU-PAGE stained by coomassie blue R250. (b) Gel overlay assay.
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Fig. 2 RP-HPLC profile of HCP
Arrows indicate antimicrobial fractions of HCP-21 and HCP-26.
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Fig. 3 Antibacterial activity against E. coli
ML-35p of HCP
1: lysozyme; 2: HCP-21; 3: HCP-26; 4: 0.01% acetic acid.
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Fig. 4 HCP Tricine-SDS-PAGE silver stained
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Fig. 5 Mass spectrometry detection of HCP-21
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Fig. 6 RT-PCR amplification of HMGN2 ¢cDNA fragment
1: HMGN2 cDNA; 2: Negative control; M: Marker.
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151112800, *F HMGN2 3% ik 3 1 1 3 200.
GST & [ /2 MW i A PR Sj26, 5 ANEHN 1
GST A BE MRS &, il GST fl A & H
il I BT 0 S 1 H N AR N ) GST WA A2 Xk
N, G T ANPRIN GST [T,
2.9 GST-HMGN2 filliEHFMSER

TE 05 R JE T 5 ARG R I PR b AR 43 ) 24k th
() HMGN2 4} 134T Tricine-SDS-PAGE, & ¢ ¢
%78 HMGN2 R W 70 1 i 49 14 ku /2 4
(K&l 7a). Western blot J& ] PVDF Ji4¢ ECL 4% K&
Jelbth, 7E HMGN2 AH R X3 H B0 1 68 B 4 iy
(K 7b). BRI A P P i vl Loy A R PR 1
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Fig. 7 Western blot analysis of HMGN2
(a) Tricine-SDS-PAGE. (b) Western blot. / and 3: HMGN2 isolated
from flammatory cervical mucus; 2 and 4: HMGN2 isolated from normal

cervical mucus.
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Fig. 8 Immunohistochemistry of cervical epithelial tissue and cervical mucus (x100)

(a) Cervical epithelial tissue. (b) Cervical mucus. (c) Cervical mucus plug. ()~ (f) Negative control. (g)~(i) HE staining.
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RETH HMGN2 73 7454 SRIMAE RIAERA AL
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Characterization of HMGN2 in Human Cervical Mucus and
Studying Its Expression in Cervical Tissue’

WANG Li-Li"", HE Yue-Dong®, HUANG Ning", LI Ming", XIONG Wen-Bi",
FENG Yun", WU Qi", WANG Bo-Yao", PAN Xiao-Ling?™
("Research Unit of Infection and Immunity of West China Medical Central of Sichuan University, Chengdu 610041, China;
West China Second Hospital of Sichuan University, Chengdu 610041, China)

Abstract To explore the antimicrobial mechanism of human cervical mucus, HCP-21and HCP-26 were isolated
and purified from acid-soluble extracts of human cervical mucus by acid-urea polyacrylamide gel electrophoresis
and reversed-phase high-performance liquid chromatography (RP-HPLC). Both molecules could effectively kill
E. coli ML-35p determined by agarose radial diffusion assay. The N-terminal amino acid sequence of HCP-21 was
PKRKAEGDAK and its molecular mass was 9 263.62 identified by amino acid sequencing and mass spectrometry
analysis. HCP-21 showed 100% identity to HMGN2 (high mobility group protein N2, HMGN2) fragment 2~11 by
GenBank BLAST searching, and had the same molecular mass as HMGN2. So it was certain that HCP-21 was
HMGN?2. HCP-26 was SLPI (secretory leukocyte protease inhibitor, SLPI) fragment by N-terminal amino acid
sequencing which was SGKSFKAGVC. It was the same with SLPI fragment 26 ~35 by GenBank BLAST
searching. Total RNA was extracted from primary culture cervical epithelial cells, and the specific primer was
designed based on HMGN2 cDNA sequence. RT-PCR showed that a fragment about 270 bp was amplified, which
was same to HMGN2 cDNA. It was suggested that cervical epithelial cells could express HMGN2 mRNA in
physiological condition. The fusion protein GST-HMGN2 was purified by low-pressure chromatography. The
antiserum of HMGN2 was prepared from the immune rabbit with the fusion protein. Cervical tissue paraffin
section and cervical mucus smear were detected by immunhistochemistry. The staining results showed that
HMGN2 mainly distributed in mucosa surface of cervix and existed in cervical mucus. HMGN2 constitutively

expressed in cervical mucosa and mucus, so it might play an important role in innate defensive of cervical.
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