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Priloha 1. Sekvence fiznich primerd, které byly vyuzity k vytvofeni amplikonové knihovny

pokryvajici v§echny znamé isoformy genu Mal d 1 a rovnéz gen Aktin. Metoda fuzni PCR pro

pfipravu knihovny amplikonli vyzaduje Ctyii fOzni primery: dva pary forwardovych a

reverznich primert na cilovou oblast, aby bylo mozné obousmérné sekvenovani. K tomu jsou

vyuzivany adaptéry trP1 a A-Tg01. Jeden par fiznich primert ma tedy oblast ¢asti adaptéru A-

Tg01 (oznaeno modrie) nasledovanou proximalnim koncem cilové sekvence a druhy ma oblast

adaptéru trP1 (oznaceno oranzové€) nasledovanou distalnim koncem cilové sekvence. Druhy

fazni par primerit ma zaménéné adaptérové sekvence Tg01 a trP1. U adapéru A je Cevené

oznacena tzv. klicova sekvence pouzivana pro rozpoznani molekul knihovny a normalizaci

signalu.
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CCTCTCTATGGGCAGTCGGTGAT
CCATCTCATCCCTGCGTGTCTCCGACTCAG
TGACTCGGCAGCATCTCC
CCATCTCATCCCTGCGTGTCTCCGACTCAGTGACTCGGCAGCATCTCC

TGACTCGGCAGCATCTCCTGACAGAATGAGCAAGGAAATTACT
CTCTATGGGCAGTCGGTGATTACTCAGCTTTGGCAATCCACATC
CTCTATGGGCAGTCGGTGATTGACAGAATGAGCAAGGAAATTACT
TGACTCGGCAGCATCTCCTACTCAGCTTTGGCAATCCACATC

TGACTCGGCAGCATCTCCGGCCCCGGAACCATCAAGAAGAT
TGACTCGGCAGCATCTCCGAAGTTGGAACCATCAAACAGAT
TGACTCGGCAGCATCTCCAGAGCAGGAAGCATCAAGAAGAT
TGACTCGGCAGCATCTCCGGAGTTGGAACCATTAAGAAGAT
TGACTCGGCAGCATCTCCGGTGTTGGAACCATCAAGAAAAT
TGACTCGGCAGCATCTCCGGTGTTGGAACCATCAAGAAAGT
TGACTCGGCAGCATCTCCGGTGTTGGAACCATCAAGAAGAT
TGACTCGGCAGCATCTCCGGAGTTGGAACTGTTCAGAAGAT

CTCTATGGGCAGTCGGTGATGCCACCAACTTGGTCTCGTA
CTCTATGGGCAGTCGGTGATCCCTCAAACTTGACATCATA
CTCTATGGGCAGTCGGTGATGCTTCAAACTTAGCCTTATA
CTCTATGGGCAGTCGGTGATGCCACCAACTTAGTCTCATA
CTCTATGGGCAGTCGGTGATGCGGTCAATTTGGTCTCATA
CTCTATGGGCAGTCGGTGATGCCACCAACTTAATTTCATA
CTCTATGGGCAGTCGGTGATGCCACCAATTTGGTCTCATA

CTCTATGGGCAGTCGGTGATGGCCCCGGAACCATCAAGAAGAT
CTCTATGGGCAGTCGGTGATGAAGTTGGAACCATCAAACAGAT
CTCTATGGGCAGTCGGTGATAGAGCAGGAAGCATCAAGAAGAT
CTCTATGGGCAGTCGGTGATGGAGTTGGAACCATTAAGAAGAT
CTCTATGGGCAGTCGGTGATGGTGTTGGAACCATCAAGAAAAT
CTCTATGGGCAGTCGGTGATGGTGTTGGAACCATCAAGAAAGT
CTCTATGGGCAGTCGGTGATGGTGTTGGAACCATCAAGAAGAT
CTCTATGGGCAGTCGGTGATGGAGTTGGAACTGTTCAGAAGAT
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Md1-Tg01-R04
Md1-Tg01-R05
Md1-Tg01-R06
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TGACTCGGCAGCATCTCCGCCACCAACTTGGTCTCGTA
CCCTCAAACTTGACATCATATGACTCGGCAGCATCTCC
TGACTCGGCAGCATCTCCGCTTCAAACTTAGCCTTATA
TGACTCGGCAGCATCTCCGCCACCAACTTAGTCTCATA
TGACTCGGCAGCATCTCCGCCACCAACTTAATTTCATA
TGACTCGGCAGCATCTCCGCCACCAACTTAATTTCATA
TGACTCGGCAGCATCTCCGCCACCAATTTGGTCTCATA



Piiloha 2. Piiklad grafického vystupu softwaru Ion Reporter, kde je vyhodnocena tspé$nost vytvoreni knihovny a ¢etnost jednotlivych ¢teni
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Priloha 3. Analyza kiivek tani pro vSech devét studovanych isoforem genu Mal d 1. Jediny pik
potvrzuje specifickou PCR amplifikaci a pfitomnost specifickych produktti PCR.
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Piiloha 4. Porovnani sekvenci jednotlivych isoforem genu Mal d 1 ziskanych osekvenovanim amplikont real-time PCR reakce (pro sekvenovani

byl pouzit F i R primer) se sekvencemi v datab4zi GeneBank (vzdy prvni v fad¢ na ptiloZeném obrazku i s oznacenim cisla sekvence).

a) Mal d 1.01
‘»1 0 ‘\20 ‘\30 ‘410 “\0 ‘G‘O ‘&0 l7~°':)
Consensus TTGATTGAA GGAGATGETTTGACAGACACCATC GAGAAAATATCTTAC GAGATTAA G-G GG GEATGT GGAKGTG GTTOEATTATEAA GA G_G_
Identity

Ce FUD 1, [F682500.1_Mal d 1.01 TEATTGAAGGAGATGC T TTGACAGACACCATCGAGAAAATATC T TACGAGACCAAGT TGETGGCATETGEAAGTGGTTCCACCATCAMAGAGCATCAGTCATITACCA

rit? (| A i A EA)
Ce FUID 2, MALZ73-F_Mald101.ab1 CJ"\.I'\ GTTGGTG GCI\TGTGGJ"\J’\GTGGTTS CACCATCAMGA GCJ‘\TCJ‘\GTCJ’\—I_FJ'\C

L+ REV 3, MALZ273-R_Mald101.ab1

s A
Ce FUD 4, MAL274-F_Mald101.ab1 CAAGTTGGTGGCATGT GLAAGTGGTTCCACCATCAAGAGCATCAGTCATTAC

Ce REV 5, MAL274-R_Mald101.ab1



b) Mal d 1.02

220 250 260 270 29'0 310 3\20 3
Consensus IG-G-GGIG-G_G-G—GIG-GG_GIG_G-GGIGG_GG-GIGG_GIG_G_GG
dentry -

Ce FUD 1, FMBB7023.1_Mald1.02 TGOATTGAAGGAGATGCT TTGACAGACACCATTGAGAAGGTCTCT TACGAGACCAAGT TGETEGCATCT GGAAGTGGTTCCATCATCAAGAGTATCAGCCACTACCACACCAAGG

Ce FUD 2, M59_Md1.02F.ab1

L& REY 3, M59-Md1.02R.ab1

L+ FUD 4, ME3_Md1.02F.ab1

N i A L. i
Ce REV 5, ME3-Md1.02R.ab1 TG#\TTGAAGGAGATGCT—I’TG.&C.&G.&CACCA"TGAGA#—\GGTCTCT—I’.&C GAGAC CAAGTTGGTGGC#—\TCTGG#AGT

c)Mal d 1.03D

Consensus

Identity
Ce FUD 1, AYY89267.1_Mald 1.03D

Ce FUD 2, MAL54_Md_1.03D_F_Md_1.03D_R_F.ab1

VL ol 4
[+ REV 3, MALS4 Md_1.03D_F Md_1.03D_R_R.ab1 -vrm GAATEL r..q(.'rr( e ( 'r( 'rf.-rc ATCCC ( CCTGCTAGGTTGTTC -x-a-ru ( 'rrrf.-rrc -rrr.-a-ru 'rr.-u AL TCATCCCCANGATTEC AT ACAAGE AGT GAA

L+ FUD 4, MALT18_Md_1.03D_F_Md_1.03D_R_F.ab1

[T WA Ao
O REY 5, MAL118_Md_1.03D_F_Md_1.030_R_R.ab1 -\TM’;-\.-\T({’ AG 'rr( -au'r( T’ 'r( -\T( cc((('ru 'r-v; TG 'rrc -a-a‘ru('rrr! 'rr( 'rrr -\T’;{ Tr,-u AACCTCATCCCCARGAT TR ACCACARCE ACT CAd



d) Mal d 1.03G

40 350 30 7] 30 %0 400 410 420 430 440 450 £l
Consensus T AT G G AT AT AT AT A AT G G AT T G AT A G G G A AT o A G G BT G G A GG ABG G GTTGATTGAGAACTACETETTGGAGE
Identity

Ca FUID 1, AYT8O274.1_Mal d 1.03G ATTATCAAGAGCACCAGTCACTAC TACACCAAGGGTGATGT TGAGATCAAGGAAGAACATGTCAAGGC TGGCAAAGAGAAGGCCTCCCACCTCTTCAAGTTGATTGAGAACTACCTCTTGGAGE

Ca FUD 2, MAL424 gMd1.03GF_gMd1.03GR_F.ab1

C# REV 3, MAL424_qMd1.03GF_gMd1.03GR_R.ab1

Ca FUD 4, MAL431_gMd1.03GF_gMd1.03GR_F.ab1

AT ! L Fi L P
Ce REV 5, MAL431_qMd1.03GF_gMd1.03GR_R.ab1 nTTnTCnnfthnCCnCTCnCTnCTnCnCCnnCCCTCHTCTTL’nfnTCnn(—fnnfnnCnTL’TCAn(—

e) Mal d 1.06A

10 20 30 40 50 60 'J'ICI !:0 9? l(l:l:l 1 1|0
Consensus _GGGIG_G_G_'G_'G_'G-GG G
Identity
B4 FUD 1, JF451357.1_Mal d 1.06A CATGGGTGTCCTCACATACGAAACCGAATABGCCTCAGTCATCCCCCCTGCTAGGTTGTACAATGCCCTTGT TCTTGATGCTGACAATCTCATTCCGAAGATTGCTCCA

Ce FUD 2, MAL424_Md1-FO9_Md1-ROS_F(Md1.064).ab1

Ce REV 3, MAL424_Md1-FO9_Md1-ROS_R{Md1.06A).ab1

RS P A K
L FUD 4, MAL428_Md1-F09_Md1-R08_F(Md1.06A).ab1 ATGCCTC AGTC ATCCCCCCTOCTAGG TTGTACAATGCCCTTGTTCTTGATECTGACAATCTCATTC CGAAG ATTGCTC

¥, {Xin SIS
[ REY 5, MALA28 Md1-FO9_Md1-RO8_R(Md1.064).ab1 CATCATGG GTGTC CTC ACATAC GAAACC GAATATGC CTC AGTC ATCCCCC CTG CTA GG'I—FGTACAATGCC



f) Mal d 1.06B

2 ; % & 7 % % 1% 110 120
Consensus AAACCGAATACGCATCCATTATCCCCCCTGETAGGT TETACAATGCCCT TGTCCT TGATGETGACAACCTCATCCCCAAGAT TGCTCCACAAGCAGTCAAAACTGT TG,
identity - =

C# FUR 1, JF451356.2_Mal d 1.06B iﬁf’-\f'—\CCG.QATACGCATCCA'ITATCCCCCCTGCTAGG'I_FGT.-’-\CAATGCCC'ITGTCC'I_FGATGCTGACAACCTCATCCCCAAGA"TGCTCCQCAQGC.&GTCAAQACTG"TG.

e FUC 2, MALS4_Md_1.06B_F_Md_1.06E_R_F.ab1

D4 FUD 3, MALS4_Md_1.06B_F_Md_1.06E_R_R.ab1

Ce FUD 4, MAL118_Md_1.06B_F_Md_1.06B_R_F.ab1

A A Wi o
De REVS. MAL118_Md_1.06B_F_Md_1.06B_R_R.ab1 AAAccGAATAcecmccm‘rmccccccmcmGGTrGTACAATGCCCTrGTc

g) Mal d 1.06D

120 130 140 160 17() 180 150 ZCO 2 1 (]
Consensus _G-GG-G_G_G_G-G-G_G-G-G—G-G—G-G—GIG GGAGH
identy -

O+ 1. ANM_001300878.1_Mal d 1_predicted (Md1.06D) CCCTCCTGCTAGGTTGTA'I—I'ATGCCC'I—I'GTTC'I_FGATGCTGACAACCTCCTCCCGAAGA'I_FGCTCCACAAGCAGTCAAAACTG'I—I'GAAA'I_FCTCGAG GGAGA'

D+ 2, MALS4_Md_1.06D_F_Md_1.06D_R_F.ab1

—_
O+ 3. MALS4_Md_1.06D_F Md_1.06D_R_R.ab1 CCCTCCTG CTAGGTTGTA'I—I'ATG CCOCTTGTTCTTGATGCTGA CAACCTCCTCCCGAAGA'I_FG CTCCA

Ce 4 MALT18_Md_1.06D_F_Md_1.060_R_F.ab1

O+ 5 MAL118_Md_1.06D_F_Md_1.06D_R_R.ab1 CCCTC CTG CT."-‘\GGTTGTQ'I—I'ATG CCCTTGTTCTTGATGL TGA CAACCTCCTCCC.AQGA'I_FG



h) Mal d 1.07

240 %0 260 270 20 20 300 310 20 b 10 350 %0

Consensus AACTTTGTGTACCAGTACAGTGTCATTGAGGGAGATGEAATCTCTGAGACAATTGAGAAAATC TEGTATGAGACTAAGTTGLETGGETTCOGGEAGEGGTTCCGTTATCAAGAGCATCAGECACTACE
Identity

Ce FUD 1, AY7EO258.1_Mal d 1.07 AACTTTGTG TACCAGTACAGTGTCATTGAGGGAGATGCAATC TCTGAGACAA TTGAGAAAATC TCGTATGAGAC TAAGT TGGTGGCTTCCGGEAGCGGTTCCGTTATCAAGAGCATCAGCCACTACE

Ce FUR 2, MAL305_gMd1.07F_gMd1.07R_F.ab1

L
!
I.'II | A

C# REV 3, MAL305_gMd1.07F_gMd1.07R_R.ab1 AACTTTOTGTACCAGTACAGTGTCATTGAGGGAGATGEAATCTCTGAGACAATTGARAAAATC TCOTATGAGAC TAAGT

PAN) b A
L FUD 4, MAL349 gMd1.07F_gMd1.07R_F.ab1 nCnnTTfannnnTCTCanTfnfnCTnnL’TT('CTfCCTTCCC(’C»—«CCCCTTCCCTT»«TCnananTCn('CCACTn

Ce REV 5, MAL349_gMd1.07F_gMd1.07R_R.ab1 AACTTTGTGTACCAGTACAGTGTCATTGAGGGAGATGLAATC TCTGAGACAATTGARAAAATC TCGTATLAGAC

i) Mal d 1.13A

20 20 20 2 20 220 0 310 20 320 0 30 3*.'*
Consensus GTGTTGGAACCATCAAGAAGATTAGETTTG GTGAAGGAAGTGAATACAGE TATGTGAAGEACAAGGTTGATGGAATTGACAAAGATAACTT TGTC TACAATTACAGTTTGATTGAAGGAGATGTCA
Identity

Ce FUD 1, AXM_008392379.3_Mal d 1_predicted (Md1.13A) GTGTTGGAACCATCAAGAAGAT TAGCT TTGGTGAAGGAAGT GAATACAGC TATGTGAAGCACAAGETTGATGGAATTGACAAAGATAACTT TGTC TACAAGTACAGTTTGATTGAAGGAGATGTCA'

O FUD 2. MALS4_Md_1.13A_F Md_1.13A R _Fabl

O REY 3, MALS4_Md_1.13A_F Md_1.13A_R R.ab1

O FUD 4, MALT18_Md_1.13A_F Md_1.13A_R_F.ab1

ﬂ'hYMWWMMWMHWMMJ

o I i
[ REV S, MALT18_Md_1.13A_F_Md_1.13A_R_R.ab1 CTCTTCCMCCnTCMCAnCnTTACCTTFC(TGAnCCAn(_FCAnTnCnGCTATCTCnACCACAnCCTFCATCCMTFCACAnACn



