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Trk and PI-9 kinasee pathways ase involvad in IL-18 inducad
chemokines production in Luag tissue cells

Huamaa Lin, -Ming Wang, Sammel J. Geldman and Michtke Kobayrahl, Genetim
Taslilute, Tnc., Xndover, N%

Chemakines medlar.e migeation and activation af ooglnophile and athor leukocytes,
which are impoctant features of sleway infl and hyper ln tha
pathogencsls of asthma. TL-13, a Th?2 cyoking, lias been shown ta iniluce ajrwny
fuflammation and hyperresponsiveness in 2 mouse model of asthna, Th under-
stand she patholagicol rales of U3 in asthnia, we andiyzed the effect of IL-13 on
chemetdna induction in huane primary lung timue cells in viteo. [L-13 induced the
production of Eotaxtn in bronchial sinpoth musde colts, MCP-1 in tung fibrabloats
and 1L-8 in eplthellnl cells. In these cells, 1L-13 indvced tyrosine jthasphorylation
of Stat-&, retivaan of Erk and PI-3 kinase. Using specific kinase nlubisra, we
further analyzed the signal transduciion pothways of MCP-1 induction In aizway
Rbrobliests and [L-8 induction In nitway epitholial cclts, PD98059, nn inhibitar of
Erk pathway, and Ly204002, ae inhikitor of PI-3 kinoso pathvay, blocked Li-13
induced chemold ne production. Thess inlibitars had ro aﬁ’m on l.hu 3 yrmlrn phos
pherylatioo of Stal-f. Our data suggest that the apti o of b
production by TL-13 requires multipie siganl d
the octivation of Stal-G.

lon pathways in addition (o
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Tapical 3kin Exposura to Dry Trimellitic Anhydride (T0MA) Powdnr
Inducea Spacific IgE

X.D. Zhang, DX. Murray, and P.D. Segcl (SPON; D. M. Lewis). HELD, NTOSH,
Morgantown, WV 26508,

TMA Is known to produce occupational ssthma thet is assoclatcd with fta obllry
to acylnte proteina and ta induce production of TMA-specific IgE. Though the res-
piralory teact is eontidered to ba a major axposure route feading to sensitization,
the potentinl role of derroal exposure ia not known. Animal etudles have shown that
topleal mpplicallon of TMA dissolved In organic solvents can Jead to specific IgE pro-
duction. The peesent study examined the abllity of dry TMA to deso-depondently
sensitiza Brown Norway eots when applied ta the sldo. A pateh of Lalr was cacafully
clipped with acissors oo the rat's bock, Dry TMA powder {126, 5 and 20mg) was
applied ance per week for 4 weeks and the neen oocluded with dermnl odhuslve tapo
overelght. Residual powder was collected and annlyzed by proten noclear mognetlc
resonnnce (NMR) for both TMA and its bydrolysia pmduct, tsimellitlc acld, Some
TMA liydrolysis ocesrrad, but TMA was stil the predominant somponent of tha
pawder alter appiieation. Blood was token 2 woaks afles the Jast TMA applicaticn
and anti-TMA IgB meesured by BLISA. All doses of TMA allcited productlon of
eatl-TMA IgE and the titars wore daso dependent. Speclfic TgE to Th{A was nok
Found in clther unexpesed controls or trlmellitle acfd oxposed rats. Thin deta ug-
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Machinniam of Allergic Cross-Reaclion-Mutagencsis, Screening,
Bxprestlen and PuriBcation of Slagle Chirin Fv antibody Fragments
with Epecificity for Trinitropheayl
Z0 D g, D.C. Zm and M.Q. Su. Canter for Clinleal Molecul ar Blalogy, Xijing
Hospl T, XPan,China

In arder to demoustate a multispecific mode! for allargic crass-reactian, dwo of
the mouso monochnal Ig}}: LA? uu:l L34, woere vimed amd soquenced, 1t has been
found that an Jance of } arnmatic residues I the comblning
rogions is responslble (oc the mullispcdﬂ: “binding cliaracteristiz of theso IgBa. Wo
report hare the wmutagenesis and cxpresion af ScFv of LA2 clane, which hay been
seloeted using for mullispeciie atodies. Seven womaties in CDRs of LA2 wer
selected fur inutogenesia because they were jrleatificd In the computer models as
potentiol capeact sltes. Monnwhille, two resldues {1:52S, H:343¥) were mutated for
coutral, We deslgned and synthesized the mutant prmem. The wite-directed the
mutation has been dane by Elimlnating a Unlgue Site method, Wo expressad all
tha SeFy frogrienty by the recombinant plage antlbody systom. The plage nnd
solable antibodies were scrrened by ELISA, As tere b 2 13 amino acid peptide
£2g{E Tog) gone followad the ScFv genn, we purified tha ScFv solublo andibotilea
from the supcrnptant by using thu anli-E teg affinity column, The purified protcing
wern thtained to Eicilfiate futury binding studies. Our further alm is ta pxamine
tha contribution of aromaties ta antibady speclficity and stnbility of tho ant{body-
Ankigen complex.
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Sensitization of Astlunntics to KLH
M. Schuyler, C. Thompson, B, D. Bice. TiWM Schodl of Medicine, Lovelace Resp
Res Inathtute, A6, NE

Asthmatica respond diffegently (more serum sutigen specifie [3G4) than control
sthjeets o intcapulmonary expasure to beybole {impet hemocyanunia (I{LH), a
neosnligen (Unmunlogy 9L:167- 115. 19971 Wa \vhhed 10 determing if this diffes
ance extenda to of cell We | ized hotl
asthmaiics and control subjects with 1008 ug KLH vLa theintra puimornary mute ang
performed Intrndarmal akin tests with 1 and 10 ug XLH. Induration waa measured
at 24, 48 and 72 houta, Wa found that scnpared to sontzol aubjecta {iaduratfan
8.3 & 3.1 mm, mean, scn}, nathmatica exhibited larger delayed type akin tests (fos
duration 1,0 = 0.3 mm) at 72 kooes {p<,08). We also examined pasitive skin Lesia
(rom ather KLH Immunized subjocta at 48 and 72 hours ualng traditjoned hlstologic
and immymopecexidose analysin. Skin tests, cegardlon of biopsy time, showed &
supechcial and deep perivaseular and perfollicular Tnfiltrata of lymphacytes. The
infiltrate woy predominantly T-eells {CD3+CD4+) with ecattered CDE+ cells. A
few B-cells {CD20+), macsophages (cnas+) and mm cdlls {mpat celt eryptase+}
were presoat. We {ude that alter ) to antlgen, asthmnt-
led exiiibit exoggerated delnyed Lype skin test mn:tivlty T\)ylhc: with cur pravicus
dntn, lhis nuggmta thal asthrutis respond moce belskly than cantral suljects 2o an

izatlon with KLH. We conclude that aiter inttapulmanary

gest that dry, reactive chernicals ean penctrata the epldermis {poseibly suep
or antublikzed in ekdn cils), react to proteion and induce productlon of spocific TgE-
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ANALYSIS OF THE EUMORAL IMMUNE RESPONSE OF
OVALBUMIN IMMUNIZED FLAICY SIKIN MICE
8.C. Pelsucand W.D. Haskings. University of Southesa Maing, Porttand, ME
Mouse modals huve been extremely wseful In studylng the meckanisma of ntapic
diseases sich ag asthma and iremedinte hyparsensitivity,. Mice with the aingle gene
mutatlon known aa Mlaky skin (fsnffen} exhiblt many immunolgical abrarmalities
which auggest an Immting reaponse skawed toward the THZ phenotype, {ncluding
high levela of Interleukin 4 {FL~4), mnst calls, hlstamine, and serum immuaoglobulin.
Of pasticelar interest is o spontaneaus progreasive elevation in IgE, which can reach
tevala of 100 ug/m] or greater by the uge of 1) weeks. In light of these characteristios
it ia belioved the Aoky akin mousa would be useful In tha davolnpmant of a mouse
model of IgE-mediated lung discase. Huwever, becaust the immuna dystem of thls
animn) appears to bo i o atate of hyperactivatlon, it was ot known if an Rneigen-
specific humaral immune response unu!d ba c][uu:d. ’Ih address this question fiaky
skin rmice and ¢hele normal 1168 ¢ fzeil i.p, with avalbumin, Setem
snmples weee aaclyzed by ELISA ta del:m:irw tatal IgE and IgG lovels, as well
a8 relative Jevols of ayalbumin-apecific tatal Ig, IgM, IgG, gG1, and Igﬂ 1t was
faund that the ovalbumln-specifie huroral immune responee af Goky skio micr was
very gitnlar to that of normal llttermatas, with twa major differsnees: 1, A uffght
impalsment (o tha IgM response ol foky skin mice, and 2. A greally incresscd T4E
responsain faky elin mice,

exposum s nnt15en. asthmatics exhiblt amggerated delayed eype ghin test reactiv-
ity. Together with our previous dats, this siggests that rathmatics respond more
hielskly Lhan eoatrol subjects to an intraprimonary Immunizatisn with KLH,
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NATURAL RUBBER LATEX (VRL) ALLERGENS ARE MORE OFTEN
DETECTED iN DUSTTHAN AIR. DN, Wejssman, M, Elliogs, S,
Sharifppur, Z, 2juang, T. Bledsae R, Biagini, J, Meade, D.M. Lawis,
NIOSH ard West Virginis Universily, Morgantown, WV 26505,

Exposure 1o NRL sllergens plays o key rolein inducing NRL silergy, We
therafore compared the relalive obililies of 2ir and dust sampling to detect
NRL allergen contamination in 2 medica! facility. High volume area air
samples and vacuumed bulk surface dust samples were coliected onto
Teflon fikers in several hospital and clinie settings. Control samples were
calleeted in a vacan! office where NRL was niot wsed. WRL allergen levals
in saline filter extracts wete determined by inhibition of an immunoassay for
NRL-specific luman IgE (Phurmacia-Upjohn Disgnostics, Uppsals,
Sweden). Thrashold limit of detection {LOD) for the &r and dust samples
was determined as the mean level in the vacanteffice plus 1 stendard
deviatious, Proporiions of samples exceedine the LOD ore ns follows:

Dental Operating  Medieal  Clinicat Office
Clinjc Room Clinic Laboralory
Air 519" 15 39 0410 I

Dust  10/187 not i 510" oMl
"d:fferent ot p < 0.05, Fisher Exucl Test;  vs, vacant office: T air vs. dust,
Thus, NRL ollergen contomination in a medicat facility was more oflen
detected by sumpling of bulk surface dust than by aren sir sampling,





