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Preparation of human monoclonal antibody that neutralizes

activities of thymic stromal lymphopoietin (TSLP)
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Thymic stromal lymphopoietin (TSLP) %38 interleukin 50 (IL-50) Dulusiufings
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Teadlugnenie 1wy Dendritic cells (DCs), T cells, mast cells, NKT cells wag wwadauy
Tnda T helper 2 (Th2) cytokines 1w IL-5, IL-6, IL-10 wag IL-13 1Sudu s7udls mediators
FI99) mamiﬂ'ﬁvmﬂﬂ,mﬂﬂ airway hyper- responsweness (AHR) #n138nLaU ey atopic
dermatitis TugUae fnsdnuiludnineaemuindledudinisinauees TSLP lunynaaes
wzausadudciliivadsnaveindlodlufladnldlumadumelauazaunsatesiums
Aanssnavlumadumelaly fafulasinsiseidsanion recombinant human TSLP
delusausananuldluduseuiuiiefndon phace clones 7 display HuScFv #isu
fiu TSLP 910 human antibody phage display library Anszgidelavinnisarinensioueann
epithelial cell line fignnsguansnegiu udwinsiudsu RNA Ty cDNA vhnsidi
F1urudu TSLP Tneldglnsiwesifanusumesedu Tnowudn PCR product filsfivuna
Uszanod 489 bp  wdnleaufuilifusiaves TSLP vosuyweidnlu expression vector
11 recombinant vector LsﬁWEjLLUﬂﬁﬁEJ E. coli ¥n1s induce 19 transformed E. coli wam
recombinant TSLP u&3¥in15 purify recombinant TSLP sananlusiuduguesuuaiise
fe affinity column TuAs1eHlUSAUTLEFe35 SDS-PAGE wae LC MS/MS wuinlushud
wAnlddvunaUszana 15 KDa @9 recombinant TSLP famduaunsafiun1suanseanves
OXA0L UuA299 Myeloid dendritic cells ¢ gt TSLP inantuduneuiiau
Wmuelunisvi Bio-panning Liiedniden phage clones 7 display human ScFv 210013
Antden 192 laau WUl 49 Taaudl huScFv gene wag 20 laauau15aas1e HuScFy 1a 31n
NIINAFOUNITIUVDY HUSCFV A9nNa11 6e human TSLP  @2875 indirect  ELISA wWu731
3 crude HuScFv 371173 10 clones @ clones no. 2, 3, 4, 5, 6, 7, 8, 11, 12 way 16 i
wauanly indirect ELISA antiuth human  antibodies sis 10 Taau luvnisnasey
Uszansamlunssudensviheumes TSLP wuin § 2 Taawwes TSLP specific monoclonal
antibodies o Taawfl 5 uas 7 fussansanlunsdudansmsuansesnuas OX40L vl
999 TSLP treated-Myeloid dendritic cells 1§ doldindunis@nwusniianuisonds
woufvefvewyusylamelfeafifinnuamsolunsduegnsdumeiu TSLP wagsuniu
n157euTes TSLP protein I §1o199zdudinisdniaulumaiumelald uddowiing
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Summary

Thymic stromal lymphopoietin (TSLP) or interleukin 50 (IL-50) is a secreted
protein of the respiratory lining epithelial cells which response to the allergen. TSLP
can induce several cells such as dendritic cells (DCs), T cells, mast cells, NKT cells
and other to secret the T helper 2 (Th2) cytokines like IL-5, IL-6, IL-10 and IL-13 etc.
Cytokines releasing result in the airway hyper-responsiveness (AHR), inflammation and
atopic dermatitis in patient. The inhibition of TSLP is successful to prevent the
inflammation by inhibit the entry of eosinophil migrate into respiratory tract in mice.
Therefore, this study aims to preparing the recombinant human TSLP. This protein
will further use as antigen for produce the human monoclonal antibody by using
phage display technology. The mRNA was extracted from the epithelial cell line
which has challenge with an allergen and then converted to cDNA. Human TSLP
gene was amplified by using specific primer. PCR product has 489 bp in size. The
amplicon was clones into expression vector and infected into the expression E. coli.
The transformed bacteria were grown under IPTG induction for production of the
soluble recombinant human TSLP. The protein was purified by using an affinity
column and characterized by SDS-PAGE and LC MS/MS. The recombinant human
TSLP was shown the molecular weight as 15 kDa. The recombinant TSLP protein was
successfully produced. This TSLP protein showed biological activity which could
enhance OX40L expression on Myeloid dendritic cells. The purified TSLP was used in
the phage biopanning process for specific HuScFv selection. From biopanning 149
clones were selected and 49 clones have huScFv gene. There were 20 HuScFv
clones that could be produced. Ten HuScFvs clones i.e. clones no. 2, 3, 4,5, 6, 7, §,
11, 12 and 16 bound specifically to the TSLP as determined by indirect ELISA. They
were expressed and purified. There were 2 of TSLP specific HuScFvs clones (Clone
no. 5 and 7) could inhibit OX40L expression in TSLP treated-Myeloid dendritic cells.
This is the first report on production of human ScFv that specifically bound to the

TSLP protein and interfere it biofunctions.
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