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Fig. 1. Local expression of IL-6 mRNA in rat epididymis
at various times after Escherichia coli infection. A
representative autoradiogram of Northern blotting
and densitometric analysis. A 30— ug sample of total
epididymal RNA was extracted from rat epididymis at
the times indicated after bacterial challenge and
fractionated on 1.2% agarose formaldehyde gels.
Total RNA from LPS-treated peritoneal macrophages
(20 ug) was used as a positive control. All lanes
except the macrophages contained identical amounts
of RNA as assessed by ethidium bromide fluorescence
of the 28S and 18S ribosomal bands. pre=
prechallenge, M=macrophage.
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Fig. 2. PCR-assisted amplification of IL-6, IL-1 f, TNF—
a, IFN-y, I1.-2 and f -actin mRNAs from rat epidi-
dymis at various times after Escherichia coli chal-
lenge. Bands for IL-6 were observed on the original
gels and photographs at all time points except before
infection. “No RTase” were non-reverse transcribed
controls for IL-6. Bands for TNF- a were observed at
all time points; those for IL-1 /4, at all time points
except before infection. Bands for IFN-yp were
observed at all time points. Total RNA from LPS-
treated peritoneal macrophages was used as a positive
control. pre=prechallenge, M=macrophage.
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Fig. 3. (A) Photomicrograph of rat epididymis 6 h after inoculation of
the vas deferens with Escherichia coli. Inflammatory cells have not
infiltrated the tubule and peritubular regions. (x130). (B)
Photomicrograph of rat epididymis showing intratubular abscess
and interstitial infiltration by polymorphonuclear cells and
mononuclear cells 72 h after inoculation of E. coli into the vas

deferens (x130).

Fig. 4. Immunohistochemical analysis of IL-6 produc-

tion within the epididymis. The sections were stained
with goat polyclonal antibody to murine IL-6,
developed with Avidin-Biotin Complex, and counter-
stained with hematoxylin (X 320). (A) Epididymis
section 6 h after inoculation with Escherichia coli
showing intense staining of the epithelial cells within
the epididymal duct. (B) Normal epididymis section
(x320).
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Fig. 5. PCR-assisted amplification of IL-1 5, IL-6, TNF

—~a, and f-actin mRNAs from rat epididymal
epithelial cells at various times after LPS stimulation.
Bands for IL-6 and IL-1pJwere observed on the
original gels and photographs at all time points except
before stimulation. Bands for TNF— q were observel
at all time points.
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Local expression of cytokine mRNA in a rat Escherichia coli epididymitis model
and cultured epididymal cells

Kazushi Tanaka', Masato Fujisawa®, Soichi Arakawa®
and Sadao Kamidono”

"Department of Urology, Shinko Hospital, 1-4-47, Wakihama—cho, Chuo-ku, Kobe, 651-0072, Japan
*Department of Urology, Kobe University School of Medicine

In a rat model of Escherichia coli epididymitis, Northern blot analysis and reverse transcription—
polymerase chain reaction (RT-PCR) demonstrated that expression of IL-6 mRNA in the epididymis
increased, reached a maximum as early as 6 h after bacterial challenge, and then decreased. No signals of
expression detected on the contralateral side or in the controls. Expression of other cytokines (IL-1 4, IL—
2, TNF-a, IFN- y ) was also determined by RT-PCR. After bacterial challenge, IL—- f mRNA was detected
in the epididymis as well as IL-6 mRNA. The TNF- ¢ mRNA signal, but not of IFN-y mRNA, increased
greatly after bacterial challenge, although both TNF-a and IFN- y mRNAs were detected in uninfected
epididymis. Histopathological examination showed no apparent changes at 6 h after infection, and only
mild interstitial cellular infiltration at 24 h. Immunohistochemical examination showed that epithelial
cells produced IL-6. Cultured epithelial cells also expressed IL-6, IL-1f§, and TNF-a mRNA after
lipopolysaccharide stimulation. The results suggest that mRNAs for specific cytokines are expressed locally
as early as 6 h in response to bacterial genital infection before the histopathological changes. This rapid
expression may be important in host defense against local genital infection.



