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FIG. 1. Feature map of pIGM2J::miL-1 3 . The structure, expression
cassette, restriction sites, and cleavage point of the fusion protein
(arrow) are shown. Genes: amp, ampicillin resistance; rep, replication
protein; ery, erythromycin resistance.



KJ725 LCN

FIG. 2. Detection of IL-1 B -specific bands by immunoblotting. Lysozyme-
treated cell extracts (CE), concentrated culture supernatants (S), and

10 ng of purified IL-1 8 (1B) were applied to SDS-PAGE and immunoblotting.
Anti-IL-1 B antibody was used at 1:5,000, and HRPconjugated anti-rabbit
IgG was used at 1:50,000. Molecular masses are shown on the left.



Table 2. Yield of IL-1 B in KJ725 culture with or without
buffer.

Culture condition IL-1B yield (ug/ml)?
No buffer (pH 6.3) 0.326

Buffer (pH 7.0) 1.032

Buffer (pH 7.5) 0.966

Buffer (pH 8.0) 1.116

@ Mean value of triplicate cultures.
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FIG. 3. Biological activity of recombinant murine IL-1 3 produced

by KJ725. Human IL-8 released from Caco-2 cells was measured after
24 h of stimulation with culture supernatant of KJ725 (empty squares)
or LCN (filled squares) or with purified murine IL-1 8 standard (empty
circles). The concentration of total murine IL-1 8 in the culture supernatant
of K725 (in MRSEC medium) was determined by ELISA and

then adjusted to 100, 50, and 25 pg/ml by dilution in complete RPMI
medium. The corresponding volume of culture supernatant of LCN
was added to the Caco-2 cell culture as a negative control. The result
shown is representative of three separate experiments; the values are
the means = standard deviations (SD) of duplicate samples.
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FIG. 4. Cytokine expression induced by ligated-intestinal-loop assay
using RT-PCR. PCR products were applied to 2% agarose gels.

Eleven kinds of cytokines (IL-1 3, IL-2, IL-4, IL-5, IL-6, IL-10, and
IL-12p35 [lanes 1B to 12]; IFN- 7 [IFN]; TNF- & [TNF); TGF- B [TGF];
and MIP-2 [MIP]) expressed in PP cells (a) and LP cells (b) were
detected by RT-PCR using specific primer pairs. As an internal control,
a DNA fragment of 3 -actin (actin) was also amplified. The data
represent at least three separate experiments.



w—d
N

-
o

N

IL-6 (pg/ml)

e

o

CD11¢c* CD11c

FIG. 5. IL-6 release by PP CD11c* or CD11c cells. MACS separated
CD11c* or CD11c cells (5 X 10% cells/well) were stimulated
with KJ725 cells (solid bars; 5 X 105 CFU/well) or culture
supernatant (open bars; 0.5%). After 24 h of incubation, samples
were collected and released IL-6 was detected by ELISA. The
results shown are representative of three separate experiments;
The values are means and SD.



