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Fig. 1 Nuclear fragmentation of Meg-01 cells treated with pepsin-digested lactoferrin peptide
Meg01 cells were treated with or without pepsin-digested lactoferrin peptide (1 mg/ml) for 2 hr and
stained with Hoechst 33258 and examined through fluorescent microscope. (A) control; (B) pepsin-
digested lactoferrin peptide ' '
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£ Fig. 2 Separation of lactoferrin pepsine-

2 hydrolysed LF2 fraction by C18 reverse phase

E 04 - HPLC column chrolnatography

5 Lactoferrin-pepsine hydrolysed LEZ fractions from

; 03 b Sephadex G50 column chromatography were then

o subjected to reverse phase C18 column
chromatography and eluted with acetonitoril

0.2 L L

gradient by using HPLC. The Meg-01 cells were
incubated with each fraction (50 (1) for 2 hr and
the released LDH activities were measured as
descrived in Materials and Methods .
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; Fig. 3 Time-dependent LDH release in Ci-
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INCUBATION TIME (min) the LDH activity were measured as described in
Materials and Methods.
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Fig.4 PLD activation by various agonists and Cl, and effect of tyrosine kinase inhibitors on CI-
stitnulated PLD activation in Meg-01 cells,

A) Meg-O1 cells were stimulated with thrombin (Thr, 10 » g/mi), sphingosine [-;phosphate (S 1P, 1 M),
phorbolmyristate acetate (PMA. 1000M) and lactofferin-derived peptide (Cl, Img/ml) and PLD. activity
was assayed as descrived in Materials and Methods.

B) Meg-OI cells were pretreated with gepistein (100 »g/ml) and ST638 (50 . M) and then stimulated
with C1 (1 mg/ml) for 30 min. PLD activity was assayed as described in Materials and Methods.
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Fig. 5 Time-dependent phosphorylation of MAP kinases sthnulated with Cl in Meg-0O1 cells.
Meg-01 cells were stimulated with lactoferrin-derived peptide Cl (1 mg/ml). At indicated times the celis
were lysed with lysis buffer and the lysates were subiected to SDSPAGE and bloted with phospho-
'speciﬁc ERK, ERK, phospho-specific 38 MAPF kinase and p38 MAP kinase antibodies.
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Fig. 6 Dose-dependent inhibition of thymidine incorporation and increase of released LDH activity
by LF2 treatinent in tumor cells

Three different type of tumor cells (SAS, UM-106-01 and HSC 4} were treated with various concentrations
of LF2 for 24 hr and [3H]thymidine incorporation and LDH activity in the cultured medium were
determined as described in Materials and Methods.
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Fig. 7 Dose- and time-dependent PLD activation stimulated with LF2 in HSC-4 cells.
HSC-4 cells were labeled with ["H]palmitic aicd for 24 hr and the labeled cells were stimulated with LF2 at
indicated dose (A) and for various times (B). PLD activity was assayed as described in Materials and
Methods.
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Fig. 8 Effect of various inhibitors on LF2-stimulated PLD activation in HSC-4 cells.
HSC4 cells were labeled with [*H]palmitic aicd for 24 hr. The labeled cells were pretreated wit out or with
various inhibitors (PD98059, PD 50 »M; SB202190, SB 20 x M; genistein, GEN 100 ;. M; G06976, GO1
M; wortmannin, WRT 100 nM; EGTA 3 mM) and stimulated with LF2 (I mg/ml) for 30 min . PLD activity
was assayed as described in Materials and Methods.
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Fig. 9 Effect of caicium on LF2-stimuiated PLD activation in HSC-4 cells.
HSC4 cells were labeled with [3fH]palmitic aicd for 24 hr. The labeled cells were pretreated wit out or
with various inhibitors (EGTA, 3 mM; BAPTA/ AM 5 » M; Tapsigargin TAPS 1 M and EGTA 3 mM) for
10 min and stimulated with LF2 (1 mg/ml} for 30 min . PLD activity was assayed as described in
Materials and Methods.
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Fig.10 Effect of EGTA on PLD activation
stimulated with LF2 and PMA in HSC-4 cells

HSC-4 cells were labeled with [*H]palmitic aicd for
24 hr, The labeled cells were pretreated wit out or
with 3 mM EGTA for 10 min and stimulated with
LF2 (1 mg/ml) or PMA (100 nM) or combination
of L¥F2 and PMA for 30 min . PLD activity was
assayed as described in Materials and Methods.

Fig.11 Effect of MAP kinase inhibitor on LF2-
stinnulated PLD activation in HSC-4 cells

HSC-4 cells were labeled with ["H]palmitic aicd for
24 hr.The labeled cells were pretreated wit out or
with various concentration of PD98059 for 10 min
and stimulated with LF2 (1 mg/ml) for 30 min .
PLD activity was assayed as described in Materials
and Methods.
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Fig.12 Effect of MAP kinase inhibitors on LF2-stimulated PLD activation in HSC-4 celis.
HSC-4 cells were labeled with ["H]palmitic aicd for 24 hr The labeled cell{ were pretreated wit out or with
various inhibitors (PD98059, PD 50 . M; SB20219, SB 20 » M; genistein, GEN 100 » M; combinations of
SB and PD; SB and GEN; PD and GEN; SB and PD and GEN) for 10 min and stimulated with LF2 (1
mg/ml) for 30 min . PLD activity was assayed as described in Materials and Methods.
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Fig.13 Effect of various inhibitors on LF2-stimuiated ERK phosphorylation in HSC-4 cells
HSC-4 cells were pretreated with (A) various concentration of PD98059 (PD) or combinations of PD and
SB202190 (SB 20 ;2 M) or PD and genistein (GEN 100 M), or (B) N-acetyl-cystein (NAC) for 10 min and
stimulated with or without LF2 (1 mg/m!) for 30 min. The cells were solubilysed with lysis buffer and the
lysate were subjected to SDS-PAGE and bloted with phospho-specific ERK and ERK antibodies.
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Fig.14 Effect of PD on LF2-stimulated JNK and Akt phosphorylation in HSG-4 cells
HSCA cells were pretreated with various concentration of PD98059 for 10 min and stimulated with or
without LF2 (1 mg/ml) for 30 min. The cells were solubilysed with lysis buffer and the lysate were
subjected to SDS-PAGE and bloted with phospho-specific JNK and Akt antibodies.
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Fig.15 Effect of N-acetyl-cystein and H 202 on LF2-stimulated PLD activation in HSC-4 cells
HSCH4 cells were labeled with [3H]palmitic aicd for 24 hr. The labeled cells were pretreated wit out or with
various concentrations of N-acetyl-cystein (NSC) or H32 for 10 min and stimulated with LF2 (3 mg/ml)
for 30 min . PLD activity was assayed as described in Materials and Methods.
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Fig.16 Inhibition of LF2-stimulated PLD activation by lipopolysacchatide.

| HSC4 cells were labeled with [*H]palmitic aicd for 24 hr.The labeled cell were stimulated with or without

LF2 (1 mg/ml) in the presence or absence of indicated concentration of lipopolysaccharide (LPS) for 30
min. PLD activity was assayed as described in Materials and Methods.
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