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FIGURE LEGENDS

Fig.1 Affinity chromatography. [*S]methionine- and [*S]cycteine-labeled secreted
avpé was passed over either bovine serum albumin-(left) or nOPN-(right) Sepharose
column. Bound proteins were eluted with 20 mM EDTA and analyzed by 7.5%
polyacrylamide gel under nonreducing conditions. Lane 1 was the final fraction eluted

with column buffer, lanes 2-6 were eluted with EDTA. The positions of molecular mass

markers (in kDa) are shown to the left.

Fig.2 Flow cytometry of SW480 transfectants. Four cell lines, mock-, B3-, B6- and
o9-transfected SW480, were analyzed for the expression of integrins avp3, avf5, avf6,
a5B1 and a9 1. Filled histogram indicates control, unstained cells. Antibodies used
were LM609 against avf3, P1F6 against avp5, E7P6 against av(6, IIA] against a5p1
and Y9A2 against a9p1. Histograms positive for staining ;re labeled with the name of

the antibody used for staining.

Fig.3 Adhesion of SW480 transfectants to NH2-terminal osteopontin fragment.
Mock-, B3-, B6- or a9-transfected SW480 cells were plated on osteopontin fragment
(nOPN, 60 nM) in the presence (gray) or absence (white) of antibody against avp5 (P1F6),
a5p1 (P3D10), avp3 (LM609), och..ﬂé (10.D5), and o9p1 (Y9A2). Antibodies were used
either alone or in combination and indicated under each bar. Adhesion is expressed as
absorbance at 595 nm. Mean value of adhesion to BSA coated control well was

subtracted. Each bézl"':'represents the mean (£ s.d.} of triplicate wells.

Fig.4 Role of t_h:_é RGD site in the adhesion of B6-transfected SW480 cells to

NH2-t

erminal osteopontin fragment. Panel A-Mock (open circle) or p6-transfected
(closed circle) cells were plated onto wells coated with increasing concentration of nOPN,
in the presence of antibodies against avp5 and a5p1. pé-transfectants were also studied
in the presence of additional antibody against av6 (open triangle). Panel B-
f6-transfectant were plated on nOPN (60 nM) in the presence of antibodies

against avf5 and a5p1. Cells were pre-incubated with (gray) or without (white)

GRGDSP peptide (100 pM), or plated on a nOPN in which the RGD sequence was
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mutated to RAA (diagonal). Panel C-Expression of integrins on UCLA P3 cells was
analyze by FACS with antibodies IIA1 («5B1), P1F6 (wvP5) and E7P6 (avp6). Panel
D-UCLA P3 cells were plated onto wells coated with 200nM osteopontin in the
presence (gray) or absence (white) of antibody. Antibodies used are indicated under each
bar. Adhesion is expressed as absorbance at 595 nm. Mean value of adhesion to BSA
coated control well was subtracted. Each bar represents the mean (£ s.d.) of trlphcate

wells.

Fig. 5 Map of the integrin-binding region of osteopontin. nOPN, N-terminal
fragment of thrombin-cleaved, osteopontin. fOPN; full length osteopontin. Asparatic

acid residues replaced with alanine are shown in gray. RGD sequence recognized by

integrins avp6, avp3, avp5 and «5B1 is in a bold type. SVVYGLR s’équer\ce recognized
by integrin o981 is in underlined Italic. MMP-3 or MMP-7 cleaves between Gly and
Leu (arrow head) within the SVVYGLR. Thrombin cleavage site is indicated by an

arrowhead.

fed adhesion to mutant nOPN.
), nROPN-D154A (gray),
nOPN-D154,157A double mutant {black) or nOPN-Y165A (diagonal). Indicated under

each graph is the integrin serving as the principal osteopontin receptor under the

Fig. 6 avB6, avp3, avfi5, a5p1 and a9f1-med
Adhesion of integrins to wild type nOPN (wh

conditions being studied. _ow r o5p1-mediated adhesions was tested as adhesion of

mock-transfectant in the presence of anti-a5p1 or anti-avp5, respectively. avp6, avp3 or
«9B1 mediated-adhesion was observed as adhesion of p6-, p3-, or a9-transfected
SW480 cells, respectively in the presence of anti-o5p1 and anti-avf5. The osteopontin
coating concentration was 60 nM. Adhesion is expressed as absorbance at 595 nm.
Mean value of adhesion to BSA coated contro! wells was subtracted. Each bar

represents the mean (+ s.d.) of triplicate wells.

Fig.7 Integrins avfé, avfi3, avp5, a5p1 and 09pl-mediated adhesion to

protease-processed fragments. Panel A-integrin mediated adhesion to recombinant
full length osteopontin (black), nOPN (white), or nOPN-dLR (gray). nOPN-dLR lacks 2
residues Leu and Arg at C-terminus, therefore corfesponds to N-terminal fragment of

MMP-3 or MMP-7 cleaved form. The osteopontin coating concentration was 60 nM.
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Panel B- integrin mediated adhesion to recombinant full length osteopontin (black),
thrombin-cleaved full length osteopontin (white), or MMP-3-cleaved full length
osteopontin (gray). Indicated under each graph is the integrin serving as the principal
osteopontin receptor under the conditions being studied. avf5 or a5p1-mediated

adhesions was tested as adhesion of mock-transfectant in the presence of P3D10 or

of B6-, B3-, or u9-transfected SW480 cells, respectively in the presence of P3D10 and -

P1F6. Adhesion is expressed as absorbance at 595 nm. Mean value of adhesion to BSA
coated control well was subtracted. Each bar represents the mean (+ .é..d.) of triplicate
wells. Panel C-Enzymatic cleavage of full length osteopontin. Recombinant full length
osteopontin, N-terminal osteopontin fragment and N-terminal ostéopontin fragment
that lacks C-terminal Leu and Arg residues (nOPN-dLR), were analyzed by 12 %
SDS-polyacrylamide gel, along with thrombin-cut and MMP3-cut full length
osteopontin. Thrombin cleavage yields two fraginénts of essentially the same relative

molecular mass. MMP-3 cleavage was incomplete.
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A7 A7 L AICX D BB TREZFEEISHT LR T, BEHLE
BLEREGFHOPICAIRTARF L 2R ENT 5. RIBICRIGT 27 v
FNO—=IBEECRWATFTHD, V1 b DI 477 bzl
AT b PR, WS 2=—IREATHD. /v I 70O RAF—RIE
BICHEFhTL 3D, #cER T AT AR FURABEREREZEL,
D4 VA EHEICN T AE EHEEZT. RFEOEKICHESLTNWSEZ &
DR oCER FATARVF U OZEKREL LT CDM LEHDA T T
YHREShTW5,

1. ARFTARF DOV T FIVEEZEEK

AAT AR F L DEYEREEILZOSZBEREN LTI T I MEERITD
BIZXbEL 2, SEHRELTEA YTV ) L CD44 KB LE K OHEHDH
%o Cantor BIFARAFARLF U, 2707 7—20D IL-10 FEEE CD44 %
MALIMEIL, —AARFARYFUHRAL T G LRSI IL-12
FELZET &, type-1 immunity KT 2HEDOHTERNWEITE>TWS (1B
ZhiEA v F 7V LTCavp3 —HHAZRELEBEOIDTH 5, EFIZE
hizd &b 8 DA LT ) UNSEEEE UTHELTE D, T6ICHMR
HHEZ2ELTW3, BiRokkiz, 24 O 770 OEMFEEIX 1 78R
DRRBLEEZIOSNTED Q. EOA VT ) Y EZBEKRIESD, HHNE
CD44 R BEPICX o TCARTARVF L OEET IV T FNVEERTELEE
ZAbhd, FRTARLF L OESHEEEORIIZ ZITHDZDDH LR,

1. ARAFARF ¥ CDM4 D EER

CD44 DV HY FeLTRe7PNVOV#g 27T, ZI=20REOMRE
A= MY w2 ABHENTWEDY, ARFARYFHVH FO—DL LT
1996 FEICHMESNTWE ) ARTARVFLETIODT7—VDIL4 HD
Wi LPS RIBIC £ 3 IL-10 EEAZ MG 205 ZOBAIT CD44 ik % iR
mizzlickhREehixi{ib, £/~ CD44 /v I 7T YU ABEKDTY
07 7—YUEHWEEACIROARND). 2OHEIARFA RS F D IL-10
PELEIMENE CD44 L OHMEERDBATHE L ERLT VWD, Fh, IL3 &



GM-CSF iIZIE 7R b= A BRI EHH D05, MHFORFIC I DB L TR
BIETAHRGFIY T2 a3y PCRBICEOMBINEER, #2574
RyFUrBEESh, ARAFARF o CDYM OIFEABIOEEEEL D%
LEHSTWBI LS EROTND D) TOREDHT IL3 ITLH 7P
H b—3 2B E N 2 ap573 HIFL(IL-3 #kEME 7’ 0 B Hlfakk Ba/F3 I GM-CSF
ZERDoHB LT CRERIBUSPHERASEZHD) L. ARFAR
VFUEMATHZHR b= ABMEE 35X 512 CD44 OFFREMZ
2 rzomEii@hrh. FAXFFARFrORNFiEEMITHERIC 7R B
—Y2ABHEULBZENREINTVWS, ZOEBRIBEZOEBEDOIN—TEXZD
FAF AR F -CDAs DEFES 7L PIBK-Akt FRZ M L TWAEEHRE
LTW3 (5)

1. AZAFARVF AT 7Y OMBER
BOBLICREDN, FRFIRF LD RILD SHBEOA VF T ) LfE
BT B, ATV DY TFNEA LTI OHBERA AV EEETS
FAK O VEMbZZ T5ISEBI L. THTIE MAP ¥ —EaHEMELTE L
XRIASENTWEY, feDA 2T 7 ) O 7 FNONREE+4I6
TRV (AT 7V O TFNICEALTET ENERENEH 2D TER
W 6) (7)) £ ATV VIR, TOEDIT—DD ) H Y RICHED
BET IR0, BEWNTFHORGEETHSAUEESEZZ ohTWED, b7
2=y b E=DTD /v I PO LT EBRENERZIDHZHTIVR
R ERREE LD, ZhZhOA4 V77 ) BRI EEIZE > T
RS ERD, [HLDA VT I) VORFENRY T IVOEE ZRE
LTWb, EE, MBS RTRA S -CIREHHT S 3HEHDA 57 vavps,
avp6, a9fl ZEEB L. Thzh, MEOEEPHEICNTHRENRREI L
EBELTNS (8)
ARFZARFUEA T T) 2 DRERRERFRES] Arg-Gly-Asp (RGD)EL
i AFOIRTHRIZE D, ZhiTavBl, avp3, avps, avBs, aspl,a8pl D 6 &
oA 7)) VicREEh b, RGD #ERMTHIIIRTDA 7TV
FahTBh, BIRE7 4 70Rx 2 F 0T R A -C Id RGD EEFNZ2FED
HIzhhrbeT, ThiEFEL DAL T 7Y IEERBI T, CoTHEMER
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