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HakFnTleanUfAsen Singleplex PCR fiut primers Nieanwuuaingu 14

Internal transcribe spacer 2 (ITS2) laglt gDNA vaslstuaneiug
D. pteronyssinus Wag D. farinae
HakFnTleanUfAsen Singleplex PCR fiutn primers Nieanwuuaingu 14

s

Cytochrome C oxidase subunit | (Coxl) lag/ld gDNA %adiiﬂuaﬂaﬁuﬁ

9

B. tropicalis

wawémﬁlﬁamﬂﬁﬁ%m Singleplex PCR AiuyA primers ITS2-107 uag 15
T52-199 Tagld gDNA waslarjurisansaneniug

Nawamﬁléjﬁ]’mﬂﬁﬁ%’l Singleplex PCR fiugn primers Coxl Iagld 15
gDNA waslstlusisanuanaiug

mamamﬁlﬁmﬂﬂﬁﬁ%m Duplex PCR ffuya primers fioenuuuaniu 17

Internal transcribe spacer 2 (ITS2) Ingld sDNA vaslsduaneiug

D. pteronyssinus Wag D. farinae

wanAn Tl fAFen Triplex PCR fuyn primers fisonuuuanndu 18
Internal transcribe spacer 2 (ITS2) Ingld sDNA vaslsiuaneiug

D. pteronyssinus Wag D. farinae

warAnfldanU{ATe Triplex PCR fluye primers fimenuuuaindu 18
Internal transcribe spacer 2 (ITS2) #893nN15U5uanUIuNM primers
waziiny3unas DNA template

HaYBIUNT1 Multiplex PCR Auta primers 11U 4 ¢ fimenuuy 19
9n8U Internal transcribe spacer 2 (ITS2) wagdu Cytochrome

oxidase subunit | (Cox)) Ingld gDNA vaslarjuisanuansriug

NavesUnsen Multiplex PCR viasnisuTuanu3unu primers Auyn 20
primers 311U 4 Vj fieenuuuaIndu Internal transcribe spacer 2

(ITS2) wagdu Cytochrome oxidase subunit | (Coxl) Tagly gDNA
voslsfuiisanuaneiug

HaveIUf581 Multiplex PCR iUy primers 31W3U 4 ¢ fioenuuu 21
97N Internal transcribe spacer 2 (ITS2) wagdiu Cytochrome

oxidase (Cox)) Tl gDNA vaslarjurisauansiitus

HaveIUfA581 Triplex PCR ffuya primers floanuuuanndu Internal 22
transcribe spacer 2 (ITS2) wagdu Cytochrome oxidase (Coxl) Tagla

gDNA vadlsijuiiuTnauansiedy

NavesUjnsen Triplex PCR fiuyA primers fioenuuuandy Internal 23
transcribe spacer 2 (ITS2) wagdu Cytochrome oxidase (Coxl) Tng/la

gDNA vadlsijuiiuTnauansedy
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HaveIUfisen Triplex PCR 414 primers figenuuuandu internal
transcribe spacer 2 (ITS2) wagdu Cytochrome oxidase (Coxl) fiu
gDNA waslstutaanuaneriug wdsnsideu primer Ms2-107_F iy
ITS2-166 F

Hansnegauaull (Sensitivity) ¥09UfjAisen PCR w84 primer
TS2-199 F/ITS2 R2 (DF); ITS2-166_F/ITS2 R2 (DP); Coxl_F3/Coxl_R2
(8T) T3l two-fold serial dilutions w83 gDNA vaslsrjurisan
maﬁuﬁ (D. pteronyssinus, D. farinae, B. tropicalis)
NAN1SNAABUAINT NN (Specificity) vasUf)i3en Multiplex PCR
Feldrunauosn primers waw gDNA vaslarurisansaneius

(D. pteronyssinus, D. farinae, B. tropicalis) St
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Belddrunanvosyn primers sz Aulsiuauaeiug (OP, DF, BT)
U gDNA wB38935118y (Culex quinquefasciatus sp.), WHasEUBLLSY
(Periplaneta americana), winwilsde (Liposcelis sp.), lslsaiu
(Tyrophagus sp.) wazlssa (Cheyletus sp.)
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Blddrunanvesyn primers Ad1m1ziu gDNA afaldainsaonsduaie
Ganaulstuiiaanuaneiiug (OP, DF, BT) fiduaushag
sUTdnuaizveslsuaneug D. pteronyssinus nelandesqanssal
(fdsvene 400 W) Famsranuludnegneufieds flotation+ndes
aNTIAY
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| @

sUTednuazveslsuaeiug D. farinae Meldindaigansse

Y
o

(Mdsvene 400 i) Fansranulusiiegeudieds flotation+ndes
aNTIAY
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sUTNaNwarvedlsaeiuiduY wastudiuvestaineldindosganssal

Y
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Agarose electrophoresis LaAINaANEN DNA F9lA31NNINTIIMUALTILUN
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Agarose electrophoresis LaAINANEN DNA F9lA31NNINTIIMUALTILUN

aneviuglalusieds multiplex PCR Tudogneduandminaynsusinig

Agarose electrophoresis LaAIHAKGRN DNA F9lAA1NNIINTIIMUALIILUN

aneviuglalusaeds multiplex PCR Tudagnsiuaindminunustil

Agarose electrophoresis LanIHAKGRN DNA F9lAA1NNIINTIIMUALIIUN
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Agarose electrophoresis LaAINaANER DNA %Qlﬁﬂ’]ﬂﬂ’]iﬁ]i’]ﬁ]w]LL’d%ﬁ’]LLuﬂ
aneiughadumeds multiplex PCR Tufegaduaindmingnssays
Agarose electrophoresis LanINAKGRN DNA Falgnnisamavmuazsuun
aneugldumeds multiplex PCR Tudognaluandaningames
Agarose electrophoresis LanIHAKGR DNA Falgnnisamamuazsuun
aneviuglalusaeds multiplex PCR Tudegneiuaindminveuuniu
Nomenclature of house dust mite allergen; Dermatophagoides
pteronyssinus and D. farinae allergens and their biochemical
properties

Process of house dust mite extraction

Conceptual framework

Coomassie brilliant blue stained SDS-PAGE analysis of 10 ug of crude
extract of D. pteronyssinus from 8% separating gel

Coomassie brilliant blue stained SDS-PAGE analysis of 10 ug of crude
extract of D. pteronyssinus from 12% separating gel

Coomassie brilliant blue stained SDS-PAGE analysis of various amount
of crude extract of D. pteronyssinus without using protease inhibitor
from 12% separating gel

Coomassie brilliant blue stained SDS-PAGE analysis of various amount
of crude extract of D. pteronyssinus with using protease inhibitor from
12% separating gel

Immunoblot patterns of crude extract of D. pteronyssinus using
protease inhibitor (A) and without using protease inhibitor (B) from
12.5% separating gel showing reactive component with antibodies

of allergic patients compare with those of normal controls

2-DE maps of soluble proteins from crude extract of D. pteronyssinus

at the pH 3-10, NL stained by silver (A) and Coomassie Brilliant Blue (B)

Two dimensional immunoblot analysis from crude extract of

D. pteronyssinus at the pH 3-10, NL; the blot probed with the
allergic serum pool (A) compare with non-allergic serum pool (B)
Two dimensional immunoblot analysis for identification of main

D. pteronyssinus allergens in various pH ranges probed with allergic

serum pool compare with non-allergic serum pool
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Two dimensional immunoblot analysis from crude extract of

D. pteronyssinus at the pH 5.0-6.5 the blot probed with the allergic
serum pool (A) compare with non-allergic serum pool (B). Circles
and the indicated numbers in A are protein spots which were
subjected to LC/MS

Two dimensional immunoblot analysis from crude extract of

D. pteronyssinus at the pH 6.2-7.5; the blot probed with the allergic
serum pool (A) compare with non-allergic serum pool (B). Circles
and the indicated numbers in A are protein spots which were
subjected to LC/MS

Two dimensional immunoblot analysis from crude extract of

D. pteronyssinus at the pH 7-11; the blot probed with the allergic
serum pool (A) compare with the non-allergic serum pool (B)
Circles and the indicated numbers in A are protein spots which
were subjected to LC/MS

2-DE maps of proteins from crude extract of Dermatophacoides
farinae stained by silver

Two dimensional immunoblot analysis from crude extract of

D. farinae at the pH 3-10, NL; the blot probed with the allergic
serum pool (A) compare with non-allergic serum pool (B)

Two dimensional immunoblot analysis from crude extract of

D. farinae at the pH 5.0-6.5 the blot probed with the allergic
serum pool (A) compare with non-allergic serum pool (B)

Two dimensional immunoblot analysis from crude extract of

D. farinae at the pH 6.2-7.5 the blot probed with the allergic
serum pool (A) compare with non-allergic serum pool (B)

Two dimensional immunoblot analysis from crude extract of

D. farinae at the pH 7.0-11 the blot probed with the allergic

serum pool (A) compare with non-allergic serum pool (B)

n13 Purify native protein lagldinadia affinity column chromatography
SDS-PAGE-separated purify Der p1 (lane 1) and Der p2 (lane 2)
allergens

PCR product Ailarnnnsld cONA 1u template wazld primers
7511z msu Der p 1 and Der p 2 -coding sequence

@md Nucleotide and deduced amino acid sequences of Der p 1 (A)

and Der p 2 (B) gene of this study
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Recombinant plasmid fiaffn91n transformed E. coli clone i carry
gene coding for Der p 1 and Der p 2 #&36ingae restriction
endonucleases AA51z3AlA8 run amplified products T4 1% agarose
gel electrophoresis tag dause ethidium bromide

LARINANTSY recombinant plasmid fidadenlsnd Der p 1 (A)

and Der p 2 (B) lfsdjﬂgj protein expression host, i.e. BL21DE3 E. coli
Recombinant plasmid fiaffn91n transformed E. coli clone i carry
gene coding for Der p 1 and Der p 2 AA51z3A8 run amplified
products T 1 % agarose gel electrophoresis Wag gaunay ethidium
bromide

SDS-PAGE pattern 989 Recombinant Der p 1 allergen expression
SDS-PAGE pattern 489 Recombinant Der p 2 allergen expression
LEAN nucleotide sequences Y84 human thymic stromal
lymphopoietin gene Aifsssmilugrudeya
wanstunsumslindesqanssmiviamndulumsdunadnume
vouTad (A) uarduneumsidsuomnsidenead (8)

UAAIANYUZUY human lung epithelial cell line (A549) nels
ndosansIAtinfidsueny 10X (A) wag 40X (B)

PCR product filgannnsld cONA (Hu template wazld primers
sz msuhuman B-actin-coding sequence Tun1s amplify
gene Lﬁ@ﬁ]i?’i}ﬁ@Uﬂmﬂ’lW‘UBQ cDNA ﬁmﬁmﬁu

PCR product Alearnnnsld cONA 1u template wazld primers
fisnzdmsu human TSLP-coding sequence Tun1s amplify gene
Tolausuamnnme

ke Nucleotide and deduced amino acid sequences of TSLP

of this study

Recombinant plasmid fiafn91n transformed E. coli clone i carry
gene coding for TSLP #a4@nsa8 restriction endonucleases 3LA51%%
1m® run amplified products Tu 1 % agarose gel electrophoresis Way
gouse ethidium bromide

uananan st recombinant plasmid Aidadenléingl 7sLP 1ing
protein expression host, i.e. BL21DE3 E. coli
SDS-PAGE pattern 499 affinity column purified-recombinant TSLP

ﬁLm%m}’m transformed E. coli §aun8d CBB G250
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wanadogNanIiins Y husch Tu recombinant phagemids
fifipiden Taau no. 2, 4, 5, 7, 8, 11, 13-15 Lans transfected E. coli

il huscfv gene 8¢ (vu1A 1,000 bp)

LERIFI8E19 Western blot analysis U89 HuScFv a1n HB2151 E. coli
clones

WAAIAT OD 4050,V ELISA 909 HuScFv Tu lysates 904 E. coli 20 clones
#i® TSLP-(test antigen) coated wells WUSsuIiguAyU BSA-(antigen
control) coated wells W11l 10 clones Tinauanlunimageu fe
clonesno. 2,3,4,5,6,7,8,11, 12 wag 16

LARY Restriction fragment length polymorphism (RFLP) w89 huscfv
sequences filgan s bio-panning Tngld TSLP Wu panning antigen
Sruasavan 3 patterns

v
1 a

wansUSaeadfia CD11c (Fudinitu) dewSsudisuiu isotype
control (ldUAWA)

eme Mean fluorescence intensity U489 OX40L Fuanseanuuiues
Wwaaignnszsuse TSLP Wisuifisuiuiwadilsignnszsu
uansUszanSn1nae human monoclonal antibodies clones no. 2, 3,
4,5,6,7,8, 11, 12 uaz 16 lunstiufamihiives TSLP wWisuidleusiu

ﬂ&jm control (Medium alone)
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