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INTRODUCTION

Apismelliferavenom, thanlfs to the available proteomic and genomiﬁarapin (Api m 10) andvitellogenin(Api m 12). Patients with bee
OBJECTIVE Fiata, s the best characterized hymenoptera venom [1,2]. The MOSfenom allergy display distinct sensitization profiles to a panel of
The aim of this work is to characterize allergens in two different important honeybee venom (HBV) allergens are phospholipase A HBYV allergens, some of which have been reported to be absent or

Apismelliferaextracts: capillary extracted venom (CEV) and (Api m 1), hyaluronidaseApi m 2) and the peptidemelittin (Api m 4).

electrostimulatedvenom (ESV), both produced Eytomons.a.s Recently, additional allergens of lower abundance have been
(Italy) characterized, such as acid phosphataisa (n 3),

dipeptidylpeptidasdV @Api m 5), protease inhibitor Api m 6), major
royal jellyproteins8 and 9 Api m 11.0101 andApi m 11.0201),

underrepresented in therapeutic HBV preparations [3]. The
shortage of these allergens often leads to the failure of Venom
Immunotherapy (VI

d LC-MS/MS (shotgun) proteomics
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Best-matching DB peptide Best-matching DB peptide searching to find Sequests specific algorithms for databaseatching. This KUA). Chemiluminescencis detected using th€hemiDoc
(allowing mutations) closest DB match
technique allows to unambiguously identify proteins present in the|mag|ng systemBioRag.
Fig.1 Shotgun proteomicapproach Nesvizhskil.l. Nature Methods sample. Irfigure 1a simplified scheme of this analysis is shown.
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Fig.2 The picture shows the chromatographic profile (left) and database matching (right) of capillary extracted venonel@gteostimulatedvenom (B) after
trypsin digestion, HPLC separation and MS/MS fragmentation of the peptides.

CONCLUSIONS

Shotgun proteomics results show thae two Apis

melliferavenom extracts contain all the relevant Alcarapin Variant 2/variant 3
allergens for VIT Apim 10 | 4
Thisconfirm the suitability of both the crude extracts to AHyaluronidase ¢ Apim 2
be used as raw material for diagnostic and therapeutic

preparations.

Besides this, following experiments on capillary

extractedvenom reveal the allergeApim 10, also :
RSTAYSR aOFND2KeRNIGS NAROK LINBUSAYEZ Fa | @85
difficult protelr: to identify by gel eX_CISIOAn. D-l{Jrlng S.{DS ) ] aluropidase.c Apim 2. ,.
{1D9 AGQa L2aarots (ki GKAa LINEEBEY DL TTT 6 LI NG A
loss the carbohydrate chain and migrates together with : ol |
the most abundanApim 1 orApim 2, making it N“
difficult the extraction from gel without
contaminations.
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This research was founded by APhospholipase ¢ Apim 1 i Fig.3 SDSPAGEanalysis(A) and Immunoblot (B) of 25ug and 16ug of capillary
extracted venom respectively Negative control (NC)is an extract from Betula
: pendula(16ug)
nto ‘N ) | The arrows indicate the chromatographicprofile of the bands after trypsin
N 0ol J“ jw ) digestion,HPLGeparationand MS/MSfragmentationof the peptides
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