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Proteln Kinase A Phosphorylation en Serioy of LRF Cyloplaymic Tail Contriules to
Receplor-medlated Endocytmds

Yonghe Lt Peter van Kenkhofl, Mass Par Monwle', Ger § Suons’, CGuopsn B,
“Washington Umvernity Schood isf Sbedecine, One Chaldren's Placs. Bt K1 56, % Lows, MEY
?H 0, “Depanimant of Cell Bulogy. Utrendt Usneewty, Riteelt, Tha Methrkasvds,
Dopartment of Budogy, University of Uil Clade

The 1D roceptorreiated prodess (LRP)L o 8 moledganily ombooyin meceplet whuh
panipales i o vacsty of datanct physlogasl and pathedlogeral prodesses To e provesa
stindy we fostd thiat LRP phosphueylagon s Baeman ghobbastoms 887 velin was wigaifisamtly
$ ) by anhubiors of CAMP depandent proti komuse (PRAS a2l win onlbanced by the
CAMPPRA scinaliy Tonskelin The rele of PKA m LRP vhslion wies fartdmr
confirmed by in vitro phosphonddatien of UK TLEE 5 fusson protosn with FRA Usang s0e-
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LRE phospharsbanon sie of setene To of ws cytaphamer Jal The two seghlonag wefons
reardues (sonne 73 and seond T9) ale contnbute alihough less W LILP phoaphorylation
Using LRP mimreceptors stably exprensed  CHO cells that bck codogenoes LRP, we found
that the il cadocyloss rate of LR deceeasan from Uy ~ 22 seoomds for te wild type W
tps = A0 secunds For the phosphorylation mutant. Finally, we domunsrated that “clasascal
endaocyuan monls” that are prescat within LRI til are responible foe rapul smadiytosn of
LRP, whereas ssnne phosphurylation of the recepior furthor enbanies isarnalitation Tha,
the o of PRA phanphorylation of LRP in recoptor mediasted osdocyloan may provide 3
mechanism by which the endocytee function of §LRP can be rogulsied by extomal gnals
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Eluetdatlon of Ganglloside-bindIng Mollf in Chelers Toxin B-aubunit

‘Tony TF. Tan, K+F. Jesse Chan, The University of Hong Keag, 3F, Li Shu Fan Builiding,
No. 5 Sasseon Road, Hong Kong

“The receplor recognition domain of cholers toxin B-subunit {CTB) knvolved in the binding of
the cell nurface receptor gangliosides Gy, a sialic acid ing ghycosphitolipid, wiss
studicd by waing alfinity bibeling methods.  ‘We found that the sodim periodate-oxidized
ﬁimn of ganglioside Gy could bind to CTH and formed a covalént adduct upon reduction by
['HNaBH,. Analysis of the adduct by a novel thin fayer ch aphy technig ded
that at loast 25% of CTB could be affinity labeled. The binding of oxidized-Gus to CTH waa
specific because only preincubation of CTR with Gy, could sbalish the subsequent binding of
oxidized Gy, other ganglionides such 88 CGryp Ciore and Grg wore of no sffect. Analysss of
the adduct by wsing SDS-polyacrylamide gel electrophoresi lecl a protin band with an
apparent M, corsesponding (0 13.8 kD, This result suggests that only one malecule of G
{M,=1,600) was bound to one moleeuls of CTH (M11,600), We are cumrently purifymg he
tritium-laboled Ciy;-CTB adduct by using various methods, Subsequently, poplide frags

of the isolated adduct will be g § afler enzymolic andior chemical cleavages. The
amino acid sequence of the Gyelabeled poptide will be detormined by vsing aulomated
sequencing techiniques and confirmed by sing matrix-nssisied lasor desodphion ionization
time-of-flight (MALDI-TOF) maas ap try, These i igations should provide betier
ingights into the molecular motif invalved in binding of ganglioside Gy 4o protein such as
.
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esvergar tesapliont o UL that vt shightly eobuanced after smalution with phagbol eur,
Thee woptake of Tht Ac LR 16 SV wax inoressed vory elfbcnmtly Blter irestssont wf v eedls
with mistures of calimyem ad phorbol oitsr. Compentien expormants showed that the
uptwke of il Au LD was rbrsdly o d i Vs of o twentyfold sarplas of
Ac- LI, sy prabr of Dl Au LD wa very spacalic. A presunt we aro investigating whether
e uptake of Dal-Ac-LDI. in SME con e btk by an wnidboddy agamas type | snd type 1l
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ULTRASTRUCTURAL LOCALIZATION OF ANIONIC SITES, SECONDARY
LYSOSOMES AND LECTIN BINDING SITES IN IDIOPHATIC PULMONARY
FIBROSIS HUMAN NEUTROPHILS
Firns Maria Cristine Duarte, Fuentes Jemimn Ribeiro da Sitva, Costa Claudia, Milward
Guilherme, Azevedo Neide Lemos, State University of Rio of Janciro, Av, Profeasor Manoel
de Abreu, 48, 3 andar, Maracand, Rio do Janeiro, Rio de Janciro 20550-170
The bronchontveolar lavags (BAL) of paticnts with IFP is characterized by the presence of an
entianced number of neutrophils, These cells express cell-aurface recoptors that mediate
interactions with soluble and particulate ligands in their microenvironment. In order to analize
the patiern of neutrophil lectin-binding sites thess cells obtained from BAL of putients with
IPF were incubated with colloidal gold comploxed lecling (Peroxidnse, RCA), RCA y, BSL-1)
during 30 minutes at 4°C, For the study of neutrophil surface charge and the observation of
dary ly we incubated the cells either with cationized ferritin (CF) during 30
minutes ot 4°C or with gold-peroxidase at 37°C during 2 hours, Afier jncubation they were
processed to routine ission electron mi py. Wo found an enhanced binding of
BSL.1 by neutrophils. Gold-RCA, (f-D-gal) was forming a sparce lsbeling al the plasma
membrane while RCA y (D-galNAc and [-D-gal) and peroxidase (u-D-mannose) were not
observed at the cellular surface of these cells, At ultrastructural level we observed clusters of
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Accelerated Recrultment of Infammatary Cells fo Dermal Wounds by the Thrombin
Peptide TES0S.
Andrea M, Norlleet, William R, Redin, Laurie E. Sower, Junet 5. Stiornberg, Darrell 1.
Camey, The University of Texas Medical Branch, 301 Univemity Blvd, CGalvaston, TX
TTE55-0645
TIPSOR is a aynthetlic peptide corresponding to smino ackls 508 (hrough 530 of human
prothrombin, A gingle topical application of TPSOR 1o full-dermal excisional wounds at the
timo of injury acoslorates their closure in both normal and healing-impaired animals, The
pregent study tested the hypothesis that TPS08 acis by ing the e of i of
inflammaory colls to the injused site during tha sarly phase of hosling, Full-thickness, 2-em
excigions on the backs of normal mts were treated with  single dose of saling +/- 'TPS08.
After 24721, wound tissue wag prepared for histological analysls, Soctions atnined for
nonspecific catorase activily rovealed a denae Jayer of mainly neutrophils, tgether with
phages and lymphocytes, Jing along the length of the wound. The urea occupied
by the inflammatory cel! layer (ICL) was quantilated along the margin of injured dermis
between the epidermis and puniculus carnosus. AL 24k post-injury, the 1CL in TPSOR-treated
wounds was twice as large 18 In satine contols; by 48 and 72h, the [CL formed the wound
crust and its &ize was equivalent in control and troated wounds, Accelemted recruitment af
infl v colls by TPSO8 during the first 24h may help prevent infection and promoto the

CF particlos concentrated in small arcas of phil surface, The gold-peroxidase y
were poorly taken up by neutrophils snd were observed inside small vacuoles, The results
suggest thet a-D-galNAe residues labeled with gold-BSL-1 may be involved in the

inflammatory process.
Supported by FAPERJ and SR-2/UER]

release of cytokines and growth factors to enhance wound healing. (138153, DK53580 and
Chrysalis BioTechnolegy)
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Elucldatlon of Gangliostde-blnding Motif In Cholera Taxin B-subunl
Tony TF. Tan, K-F. Jesse Chan, The University of Hong Keng, VF, Ly Sha Fan Buibling,
No. 5 Sassoun Read, Hong Keng
Fhe recepor recognition domain of eholers Woxin Baubant (€T invalved o the hinding nf
the cell surfsce receptor ganglionides Cy o silic sid-contaning glycmphidpnl, was
studied by using wffinity labeling methods. We feund that the sfum perisnfale nidusd
form of gangheide Guy coutd bind 10 €T wnd formed a covatent wdduct upet geduction by
"1 NabBi,. Analysia of the sdduct by a novel thin layer chromatography: techniyus roveabed
that at loast 25% of CTB could be affinity labeled. The bindingg of oxidired Gy, 10 € (1 was
upedi fic because only preincibation of CTB with Gy, could abolush 1he subsequent hinding of
oxidized G, other gangliosides such s Gy, Gy, and Gy were of no effect Attitlysina of
thee adduct by using SDS-polyacrylamide gel eloctropharesis reveated u proten hand with an
apparent M, corresponding to 13,8 kDa, “This result suggests that anly one molecle of Gy,
[, 1,600) was bound 1 one molecule of CTIS (M1 1.600). We are currently punifying the
Tatiurn-labeled Ciyi-L/TH sdduct by using various methids. Subsequently, sde frag
of the isolated adduct will be genorated after enzymatic anbor chemical cleavages. The
amino acid tequence of the Gy Inbeled peptide will b ! by using led
4 g techniques and confimed by using matrix-ausisted Juser desomp
time-of-flight (MALDITOF) mass sy y. These i igations should provide bemer
wgights ints the molecular motif involved in binding of ganglioside Gy, 10 protain such o
.
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