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

pokryvajici vSechny zndmé isoformy genu Mal d 1 a rovnéz gen Aktin. Metoda fuzni PCR pro

pfipravu knihovny amplikoni vyzaduje Ctyfi fuzni 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 fuznich primerd ma tedy oblast Casti adaptéru A-

Tg01 (oznaceno modie) nasledovanou proximalnim koncem cilové sekvence a druhy ma oblast

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

fazni par primeri ma zaménéné adaptérové sekvence TgO1 a trP1. U adapéru A je Cevené

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

signalu.

trP1

A

Tg01
A-Tg01

Act-Tg-FO1
Act-TrP1-RO1
Act-TrP1-FO1
Act-Tg-RO1

Md1-Tg01-Fo1
Md1-Tg01-F02
Md1-Tg01-FO3
Md1-Tg01-F04
Md1-Tg01-F05
Md1-Tg01-F06
Md1-Tg01-F07
Md1-Tg01-F08

Md1-trP1-RO1
Md1-trP1-R02
Md1-trP1-R03
Md1-trP1-R04
Md1-trP1-R05
Md1-trP1-R06
Md1-trP1-R0O7

Md1-trP1-FO1
Md1-trP1-FO2
Md1-trP1-F03
Md1-trP1-FO4
Md1-trP1-F05
Md1-trP1-FO6
Md1-trP1-FO7
Md1-trP1-FO8

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



Md1-Tg01-RO1
Md1-Tg01-R02
Md1-Tg01-R03
Md1-Tg01-R04
Md1-Tg01-R05
Md1-Tg01-R06
Md1-Tg01-R07

TGACTCGGCAGCATCTCCGCCACCAACTTGGTCTCGTA
CCCTCAAACTTGACATCATATGACTCGGCAGCATCTCC
TGACTCGGCAGCATCTCCGCTTCAAACTTAGCCTTATA
TGACTCGGCAGCATCTCCGCCACCAACTTAGTCTCATA
TGACTCGGCAGCATCTCCGCCACCAACTTAATTTCATA
TGACTCGGCAGCATCTCCGCCACCAACTTAATTTCATA
TGACTCGGCAGCATCTCCGCCACCAATTTGGTCTCATA



Priloha 2. Priklad grafického vystupu softwaru Ion Reporter, kde je vyhodnocena uspésnost vytvoreni knihovny a Cetnost 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 ptitomnost specifickych produkti PCR.
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Priloha 4. Porovnani sekvenci jednotlivych isoforem genu Mal d 1 ziskanych osekvenovanim amplikona real-time PCR reakce (pro sekvenovani

byl pouzit F i R primer) se sekvencemi v databazi GeneBank (vzdy prvni v fad€ na pfilozeném obrazku i s oznacenim Cisla sekvence).

a) Mal d 1.01
510 520 530 40 550 60 570 20 530
Consensus TG G GG AG AT GG AEA G ATACTATE GAGAAAATATETTAE GAGATEANGTT GGG GEATGTGGAAGTGE GIG_G_
Identity

Ce FUD 1, JF682500.1_Mald 1.01  TGATTGAAGGAGATGCT T TGACA GACACCATCGAGAAAMATATC TTACGAGACCAAGT TGETGGCATGTGEAAGTGGETTCCACCATCAAGAGCATCAGTCATTACCA

Ce FUD 2, MALZ73-F_Mald101.ab1

Ce FEV 3, MAL273-R_Mald101.ab1

Ce FUD 4, MAL274-F Mald101.ab1

| '- i A
C# REV 5, MAL274-R_Mald101.ab1 TGATTGAAGGAGA TGE TTTGACAGAC .-’\CC.-‘\TC Gf'\Gf’\a’\f\f\TJ’\TC 'I_FACGAGJ'\CC AAGTTGG



b) Mal d 1.02

20 20 2 20 260 270 20 20 0 310 320 :
Consensus MGATTGAAGGAGATGETNITGATDA GADARCATT GAG AR GCTETETIATGAGATEAAGTTGG NG GEATET GGAAGTG GITECATEATEAAGA GITATCA G
Identity

Ce FUC 1, FMB87023.1_Mald 1.02 TGATTGAAGGAGATGCTTTGACAGACACCATTGAGAA GGTCTC'I_F.&C GAGACCAAGT TGO TGLCATCTGGEAAGTGETTCCATCATCAAGAGTATCAGCCACTACCACACCAAGG

Ce FUD 2, M59_Md1.02F.ab1 GTCTC'I_F.QC GAGACCAAGTTGGTGGCATCTGGAAGTGGTTCCATCATC AAGAGTATCAGCCACAC ACACCAA

A w A AR N 75 ) e F
Ce REY 3, M59-Md1.02R.ab1 TGRTTGHAGGF\GF\TGC‘ITTG#—\CQ GQCACCF\-I_FGQGAQ GGTCTCTTALC GAGQC CAF\GTTGGTGGCQTCTGGF\F\GT

ALY TA O R mivAl AN S
[+ FUD 4 M6B3_Md1.02F.abl QGGTCTC—I_F.QC GAGQCCAF\GTTGGTGGCQTCTGG&AGTGG"TCCQTCHTC QAGQGTQTCH GCCQCTACC ."—‘\CACCF\H

A A L. = e, A
L+ REY 5, M63-Md1.02R.ab1 TGATTGAAGGAGATGCT T TGACAGACACCATTGAGAR GGTCTC'I_F.QC GAGACCAAGTTGGTGGC.QTCTGG."—\AGT

c)Mal d 1.03D

Consensus
Identity

Ce FUD 1, AY789267.1_Mal d 1.03D

L FUD 2, MALS4_Md_1.03D_F_Md_1.03D_R_F.ab1

i | 0 AL
O+ REY 3, MALSA Md 1.03D F Md 1.03D R R.abl -\'m( GAATCCGAG 1-r( -ac c T( T’ T( ATCCC ( COTGCTAGGTTGTTE -x-\'rr,( ( ‘l_|'|" 1-r( 'rrr -\'rr,( 'rr,-u AACCTCATCCCCARGAT TGLACCAC ARG AGT G

D& FUD 4, MAL118_Md_1.030_F_ Md_1.03D_R_F.ab1

MMMWNWHMMMWMWM i m.m S

[+ REY 5, MAL118_Md_1.03D_F Md_1.03D_R_R.abl ATACGAATCCGAGTTCACCTETGTCATCCCCEE TEL TAGGTTGTTCARTGLCT TTGTTC TTGATGL TRALAALL TEATCECCARGAT THCALCAC ARG -v;m-u


http://M59_Md1.02F.ab1
http://M63_Md1.02F.ab1

d) Mal d 1.03G

340 350 E EX] 380 330 400 410 420 430 440 450 460

Consensus IATTATEAAGAGEACCAGTEACTACTACACCAAGGGTGATGTTGAGATCAAGGAAGAACATGTEAAGGETGGEARAGAGAAGG GITGATTGAGAAETARETETTGGAGE
Identity

Ce FUD 1, AY780274.1_Mald 1.03G

AT TATCAAGAGCACCAGTCACTAC TACACCAAGGG TGATG T TGAGATCAAGGAAGAACATGTCAAGGC TGGCAAAGAGAAGGCCTCCCACCTCTTCAAGTTGATTGAGAACTACCTCTTGGAGC

Ce FUD 2, MAL424_qMd1.03GF_qMd1.03GR_F.ab1

C# REY 3, MAL424 gMd1.03GF_gMd1.03GR_R.ab1

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

{7 LAY
C# REV 5, MAL431_gMd1.03GF_gMd1.03GR_R.ab1 hTTHTCnh(—hfCnCCn(_TCr—\CTnCTnCnCCnnft_foanTTfnfnCnnft_nnfhnCnCAnf

e) Mal d 1.06A

! 10 » » 4.0 = @ 7 5 % 1%0 110
Consensus CATCATGGGTGTECTCACATACGAAACCGAATATGECTCAGTCATCCCCCCTGETAGG G

Identity

B+ FUD 1, JF451357.1_Mal d 1.06A CATGGGTGTCCTCACATACGAAACCGAATABGCCTCAGTCATCCCCCCTGCTAGGT TG TACAATGCCCTIGT TCTTGATGCTGACAATCTCATTCCGAAGATTGCTCCA

Ce FUD 2, MAL424 Md1-FO9_Md1-ROE_FMd1.064).ab1

Ce FUD 4, MAL42E_Md1-FO9_Md1-ROB_F{Md1.06A).ab1

N
7 X ) X0,
C# REY 5, MAL42E_Md1-FO9_Md1-ROE_R({Md1.064).ab1 CATC ATGGGTGTCCTCAC ATA CGAMAC CGAATATGCCTC AGTC ATCC CCCCTG CTA GGTFGTACAATG CC


http://MAL431_qMd1.03GF_qMd1.03GR_F.ab1
http://MAL424_Md1-F09_Md1-R08_RMd1.06AJ.ab1
http://MAL428_Md1-F09_Md1-R08_RMd1.06AJ.ab1

f) Mal d 1.06B

1} 30 40 70 30

10'0 110 120
Consensus :_G_G_G-GG-G_G_G_G-G-G_G-G—G-G—G-GI
identiy -
[ FUD 1, JF451356.2_Mal d 1.06B ;AA.QCCGAATACGCATCC.QTT.&TCCCCCCTGCTAGG'ITGTACAATGCCC'I—I'GTCC'I—I'GATGCTGACAACCTCATCCCCAQGA'I—I'GCTCCAC.QAGCAGTCA.QAACTG'ITG.

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

i Ll
b A oy
L& FUD 3, MALS4_Md_1.06E_F_Md_1.06B_R_R.ab1 AAACCGA -"—\TA CGC ATCC#'IT!—‘\TCCCCCCTG CTAGG'I_FGTACA ATGCCCTTGTC C'I_FGAYGCTGACA

Ce FUD 4, MALT18_Md_1.06B_F_Md_1.06B_R_F.ab1

DYy il ! A [\
ATGCCC'I—I'GTCC'I—I'GATGCTGACAACCTCATCCCCAAGA'I—I'GCTCCACQAGCAGTCAQAACTGT

Ce REV 5, MAL118_Md_1.06B_F Md_1.06B_R_R.ab1 AAAC CGA ATA CGC ATCCA'I_F."-‘ATCCCCCCTG CTAGGTTGTACAATGCCCTTGTC

g)Mal d 1.06D

120 1 3() 140 160 17() 180 190 200 21 (1]
Consensus _G-GG-G_G_G_G-G-G_G-G-G—G-G—G-G—GIG GGEGA
identry -

Ce 1. ANM_001300878.1_Mal d 1_predicted (Md1.06D) CCCTCCTGCTAGGT TGTAT TATGCCCTTGTTCT TGATGCTGACAACCTCCTCCCGAAGAT TGCT CCACAAGCAGTCAAAACTGT TGAAATTCTCGAGGGAGA

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

L& 3. MALS4_Md_1.06D_F_Md_1.06D_R_R.ab1 C CCTCCTGCTAGGTTGTA"TATGCCC"TGTTCWG ATGCTGACAACCTC CTCCCGA.QGA'I_FG CTCCA

O+ 4. MALT18_Md_1.060_F_Md_1.060_R_F.ab1

( ! WS
[+ 5. MAL118_Md_1.06D_F Md_1.06D_R_R.ab1 CCCTCCTGCTAGGTTGTATTATGCCCTTGTTCTTOATGC TEACAACCTC CchclAnGATrG


http://MAL118_Md_1.05D_F_Md_1.05D_R_R.ab1

h) Mal d 1.07

240 250 260 270 280 2%0 300 310 320 330 340 350 360

Consensus _GG_G_GI(—GIG GGIG-E—GIG_Gm—G-GE_G-GGIG G_GG-GIGG-G—GIG_G_

Identity

L+ FUD 1, AY789258.1_Mal d 1.07 AACTTTGTGTACCAGTACAGTGTCATTGAGGGAGATGCAATC TCTGAGACAATTGAGAAAATC TCGTATGAGACTAAGTTGGTGGCTTCCGGCAGCGGTTCCGTTATCAAGAGCATCAGCCACTACE,
PR ZALA NN AYTAD.S AL WAL .

e FUD 2, MAL305_qMd1.07F_gMd1.07R_F.ab1 CARTCTCTGAGACAATTG ARAAAATCTCGTATGAG ACTAAGTTGGTGGCTTCC GGCAGCGGTTCLG TTATCAAGAGC nTCAGCCAC TA

N A W VA VA RON AR,
L REY 5, MAL349_qMd1.07F_qMd1.07R_R.ab1 -'-\ACTTTGTGTACCAGTACAGTGTCATrGAGGGAGATGCAATCTCTGAGACAATTGARAAAATCTCGTATGAGAC

i) Mal d 1.13A

240 250 160 270 280 290 300 31 0 30 330 340 30 3

Consensus GIG-GG_-__Gﬂ_GG-@__GG_GG-G-GG_G____G-GEﬂ_G-
Identity

e FUC 1, AXM_008392379.3_Mal d 1_predicted (Md1.13A) GTGTTGGAACCATCAAGAAGAT TAGCTTTGGTGAAGGAAGTGAATACAGC TATGTGAAGCACAAGGTTGATGGAATTGACAAAGAT AACTT TETC TACAAGTACAGT TTGATTGAAGGAGATGTCA

Ce FUD 2, MALS4_Md_1.13A_F_ Md_1.13A R F.ab1

Ce REV 3, MALS4_Md_1.13A_F_Md_1.13A_R_R.ab1

4 2N " ¥
Ce FUIC 4, MALT18_Md_1.13A_F Md_1.13A_R_F.ab1 GAA GFGAATACAGCTATGTGAAGCACAAGGTFGATGGMTFGACAAAGATAACTFTGTC TACAATTACAGT TTGATTGAAGGAGATGT

1 AY KN
C# REV'S5, MAL118_Md_1.13A_F_Md_1.13A_R_R.ab1 GTGTTGGAACCHTCAAGAAGATTAGCTTTGGTGAAGGAAGFGAATACAGCTATGTGAAGCACAAGGTFGATGGAA‘I’FGACAAAGA


http://MAL349_qMd1.07F_qMd1.07R_F.ab1

