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a) maeSonususullsauanniirees
inbhowranialdlmig Iaomslemmeutihudtaslunsiivdieme e
lasiuntiunnyesayningnend) lWusndaumees ultracentrifuge ( 45,0009 , 45 min)
tﬁauund'\mqnamﬂufuuuﬁﬂs:nau‘lﬂa"wm;.mmm Tunarawiasinlaves cytosol (C-
serum) Ua: TuiuNaoN (bottom fraction, BF) ﬂ'\-fuﬁumaﬂﬂﬂtznnulﬂﬁ’wm‘xmﬂ (
luotid WA Frey Wyssling ) ﬁ'i‘:muuumﬁaﬁu Wdallvdudwdenlngnisgrds
isotonic buffer MnIEELBRNTAYEY BF AIuMT Freeze-thaw f’mmun?oﬁatgﬂqﬁ -
20°C ssunugMnnines fuvansmvsansaile (B-serum)  BBANIINEINTDY BF
membrane (BFM) v3alusdutwdioneonsn BFM Taun1381aéan isotonic buffer ¥inns
analisawliasamireanain BFM dau Tris-buffer #ifl 0.2 % Triton X-100
b) M1 allergen specific IgE uas IgG ELISA assay
wnzousudiaufiiinlusan BMF (10 pg/miFanes 50 Wl coat RILUNGA
microplate inn1Tau 4°C 1w 18 alug ﬁ'lm‘:é”uuauﬁwumuﬁhﬁ'\ﬁunqu“’%aﬁ
imdssanlaun1sdng plate 1% 5 aTadan lWeiRe PBS-T (0.05% tween 20/PBS,
pH 7.2) ¥in"3 block microplate #281 2% skim milk fisza il PBS-T sy # 37 °C, 2
¥4 usz §13 microplate 3 a3ady PBS-T da‘lﬂxﬁué’mr.i’u%%’uﬁs‘fmnﬂsmwm'lﬂ“qu
az 50 W (diluted 1:5 #an 2% skim mi/PBS) lasaufl 37 °C, 1 Tu. mufumId
microplate 5 ﬂ?m“'w PBS-T iy HRP labeled antihuman igE »3a HRP labeled
antihuman 1gG udausnydl vhmseufl 37 °C, 1 73, uX2819 micropiate 4 a¥adan
PBS-T mufIumy substrate 3, 3', 5, 5- tetramethyibenzidine (TMB) udaevulufifien
gunpiiies 30 win ufmge UJATndomun@u1o0 yt w8y 1N HCl usrin U Sadd
(findufl 450 nm 2o 1789 microplate reader
€) NYIWY immunoreactive allergen Tegmaiin co-immunoprecipitation
MIM  immunoreactive allergen I BFM  lewenduinafia  co-
immunoprecipitation mu1‘:nt§uﬁﬂ1ﬂﬂm1§aaﬂ'¥ﬂ BFM @B biotin Wie mMIh
biotinylation vaalus@u BFM e ludunen co-immunoprecipitation Yhlaunmit
BFM Tus@nlihindussazane biotin reagent (10 mM Sulfo-NHS-LC-Biotin) f 4C dn
m 2 Blulasmautiuds  vimimda biotin reagent fwiAinaanlaumydredae



1iinef PBS-M pH 7.4 (0.14 M NaC!i, 8 mM sodium phosphate, 2 mM potassium
phosphate ua: 0.01 M KCl)
M co-immunoprecipitation vhleuly Seize X immunoprecipitation Kit (Pierce

Biotechnology) W Seize X Protein A gel 1ﬂl“ﬁauﬁ'u igG2, subclass monoclonal antibody

(mAb) %8 human FcE (Biodesign Infernationa!, Saco, ME) Tavande disuccinimidyl
suberate (DSS) cross-linker Iﬂumsﬂuﬁqmnqﬁﬁ'mtﬂunm 1 Halus mudamsé 5

a5 wamImBw I mMRANE Y (350 p)asluum anti- human FcE mAb conjugated protein
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ECL westem blotting analysis AMuAINTexposed U Kodak X-ray film
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A1 BFM specific IgE  3inmilingauiaadratoenan \ ney ( Eﬂﬁ B.1) Wuin
diady allergen specific IgE innv’hadﬁd%?ﬂtﬁﬂﬂﬂt{ﬂulﬂﬂt&gaﬁama (Latex glove
worker, LGW) $1%7% 170 Awlyinnl 0.10 + 0.26 OD lasfiaunwifing 38 aufifisn BFM
specific IgE gqn’i'ld’imﬁu gmiusaiy BMF specific IgE maatﬁaﬂﬁaadmmnmﬁu
cAP” wuirfiszaulndifsanunguannulssrugelanns Tasdaulungy cap” dwam 9
auflfisin BFM specific IgE gan’i'lfhm‘é'u'lumm:ﬁns‘iu CAP T 11 90 22 aufilid BMF
specific IgE gm'hfhmﬁ'u (0.02 + 0.02 OD) URNFUYARINTUINTA UL (HCW) 87
370 35 aufififin BFM specific IgE §9ni1%11a@n(0.04 + 0.13 OD) wanldintuef 0.06 OD
Fl&ureinduady + 2 SD vednds CAP (0.02 + 0.07 = 0.09) Twnrinatu MU
wathafhiesWuaunniedl igE e BMF allergen vinszfidauaw 56, 11, 1 uaz 5 aw s1n
nga LGW, CAP’, CAP™ uRz HCWs maidau ) BFM specific IgE gegm 3 dusiuusnidur
Fiumanoer 4, 248 usr 253  FeflduvidL 271, 140 usz 0.78 OD madey
WONSANHUAT BFM specific IgG 'a'mmﬂ'i’mimﬁaai"am.'nwmﬂu 4 ngy (‘nlﬁ B8.2)
wuihdldnado BFM specific igG hmsiu LGW, CAP’, CAP  uaz HCWs iriviu 0.20
0.34, 0.09 £ 0.13, 0.02 + 0.04 usz 0.03 + 0.04 OD Mud1AY Smsratnaiireszluay
vInw3ell IgG wa BMF %19ziid1uan 50,9, 7 uaz 15 A 3Mngy LGW, CAP’, CAP uat
HCWs madduminlfinisinidaiuriuendsiandiaio sD Aldanngu CAP



winldhaungy LGW i IgE usx IgG éa BFM gen*i*munq‘uﬁu‘] mfisadin
WWIengu LW filamadudaiy BFM 'lmf'wwua:uﬁﬂﬁnwfqaﬁamar‘mﬁaaanuﬂmjq
Thunningudng

RONIINIUUIN plot WUy scatter format (31]?'1 B.3) wuriifin correlation WiV BFM
specific IgE URZ IgG  TEWINETUNNILIAY 4, 248 uax 253 fnzdugge  uarlaudr OD
§ ML specific IgG MY 2.64, 1.16 Was 1.53 mwdey Taof LGW nanuist 4 it
Aninfion il sinaines uszusnmIvi skin prick test Miiluauranua d9o1e
Hulyldizan 196 TanTwadeamsnaususssiomsud win FeyRiB Tuiranizngy
wia co-aggregated L FcERI 1ilassmnmaiiin allergen cross-inking Taue f 1gG uaz
IgE e1m¥An2%a9fiL pro-allergenic signal fiszwasTy

MY immunoreactive aflergen IaalTinaiin  co-immunoprecipitation 1fiu
inAfiafifuuriiuinms anInTTII@es epitopes 189 allergen a:ﬁ'maag;v?muﬂ AN
milaumah immunobiot -fmzﬁn'\'sgtytﬁuan'mmumﬁﬂm epitopes T2 Tauidiold
390 LGW wanpia 4 wuit Tusiu BFM 1wie 55 kD 15w igE reactive allergen (3ﬂﬁ
B4 A) lanlisdu BFM sangniifnmegiesanntimusadeanTavesiuunulysiiu
1énmaih sDs-PAGE (31]17'1 B4 B) wsaziiflald®iuann CAP” manuay P1396 il
wuin BFMIds#in 55 kD 1fiu immunoreative allergen Yzl"d ‘)ﬁ"ﬁ?&!\CAﬁ vefiszay IgE ﬁga
(31J'?1' B.4 A) -'i'ml.am'lﬁ'tﬁwh'lwqﬂmnau cAP faalisdiu 55 kD FsmniAullsausa
ifm'lﬂﬁ’mlwgﬂm&au iz ldmansodfedomsuilysawanonawim iduingriv

flawiTus@iu BFM vu1a 55 kD Juwialndlfnary Hev b 4 (50-57 kD) udi Hev b 4
tu latex allergen mﬁﬂﬁa:mui'l'lﬁ‘ﬁ'[ﬂnag'lu B-serum @auul15d% BFM 1w19 55 kD 39
wrzniiullsdiuliszmnoiofialnainmdifansuw FaffadsarnrsBuiulasmaiia
memslasuilsuazuaassandall  udiilssemBanadisdin 55 kD Jagiayunnlu BFM
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31.1'?'1 A.1 Relative comparison of specific IgE levet from 31 CAP+. 22 CAP, 170
LGW and 35 HCW samples by indirect ELISA. Each data polrt represents the specific
IgE level in relation to the absorbance value at OD 450 nm. Sclid horizontal lines
represent the means of individual categories. These data are representative of three

independent experiments. (Mengumpun et al, 2008, Appendix 2)
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31]'?‘1 A2 The IgG level from 31 CAP’, 22 CAP, 170 LGW and 35 HCW samples
was assayed by indirect ELISA. Solid horizontal lines represent the means of individual
categories, These data are the representative of three independent experiments.

{Mengumpun et al, 2008, Appendix 2)
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31]1"'! A.3 Correlation of specific IgE and 1gG levels obtained from indirect ELISA
(Fig A.1 and A.2, respectively). Each data point represents an individual sample from 31
CAP‘, 22 CAP, 170 LGW and 35 HCW groups. LGWs no. 4, 248, 253 are shown in the
ellipse area. {Mengumpun et al, 2008, Appendix 2)
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Eﬂ'n A.4. ldentification of immunoreactive allergen by co- immunoprecipitation

assay (A). Protein mixtures of biotinylated BFM proteins are shown in lane 1. Fractions
collected from incubation with LGW sample no. 4, CAP’ sample no. P1396 and CAP
sample no. P2136 are shown in lanes 2, 3, and 4. Whole protein extract is shown by
Coomassie Blue R250 staining in polyacrylamide gel under denaturing condition (B). BFM

proteins were shown in lane. (Mengumpun et al, 2008, Appendix 2)
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