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2. Materialien

2.1 Hersteller und Lieferfirmen

(1) Adobe (21) MWG, Ebersherg

(2) Affymetrix, Santa Clara, USA (22)  Perkin Elmer, Langen

(3) Amersham Pharmacia Biotech, Freiburg (23) Pharmacia, Freiburg

(4) Amersham, Braunschweig (24) Promega, Heidelberg

(5) Beecher Instruments, (25) Quiagen, Hilden

(6) Bio-Rad, Miinchen (26) Roche-Boehringer, Mannheim
(7) Biozym Diagnostik, Hameln (27) Roth, Karlsruhe

(8) Clontech, Heidelberg (28)  Schleicher & Schuell, Dassel
(9) Eppendorf, Hamburg (29) Serva, Heidelberg

(10) Fluka, Neu-Ulm (30) Sigma-Aldrich, Deisenhofen
(11) Genetic Microsystems (GMS)/USA (31) Stratagene, Heidelberg

(12) Gibco BRL, Karlsruhe (32) TiBMolbiol, Munchen

(13) Greiner, Frickenhausen (33) USB, Bad Homburg

(14) Heraeus, Hanau (349 Memmert, Schwabach

(15) Invitrogen, Heidelberg (35) Biometra, Gottingen

(16) Life Technologies, Berlin (36) Millipore, Eschborn

(17) MBI Fermentas, Vilnius, Litauen (37) CLF, Emmesacker

(18) Menzel-Gléaser

(19) Merck, Darmstadt

(20) Microsoft
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2.2 Chemikalien

1,4 Phenylendiisothiocyanat (30)
3-Aminopropyltriethoxysilan (30)
3-Aminopropyltrimethoxysilan (30)
6-Amino-1-Hexanol (30)
Ammoniumhydroxid (10)
Aceton (19)
Acrylamid/Bisacrylamid (27)
Agarose (12
Ammoniumperoxodisulfat (27)
Ampicillin (26)
Aqua ad iniectabilia (Ampullen-H,0) (23)
Betaine (30)
Bromphenolblau (12)
Cotl DNS (12)
Cy3-dUTP (4)
Cy5-dUTP (4)
Dimethylsulfoxid (DM SO) (24)
Dinatriumhydrogenphosphat (19
Dithiothreitol (DTT) (19)
dNTPs (26)
EDTA (27)
Ethanol (19)
Ethidiumbromid (EtBr) (27)
Glyzerol (19)
Glykogen (19)
| sopropyl-[3-thiogalactopyranosid (IPTG) (29)
[3-Mercaptoethanol (19)

M ethanol (29
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Millipore-Wasser (deionisiertes Wasser) (36)
Mineraldl (27)
NTPs (24)
N°N Diisopropylethylamin (30)
N'N Dimethylformamid (20
Natriumchlorid (NaCl) (19
Natriumcorbonat (Na,COs) (19)
Natriumdodecylsulfat (SDS) (19)
Natriumhydroxid (NaOH) (19
Phenol (27)
Pyridin (10)
Rinderserumalbumin (BSA) (26)
Salzsdure (HCI) (10)
Tetramethylammoniumchlorid (19
Tris (30)
Trypton (26)
5-Brom-4-chloro-3-indolyl-3-D-galactopyranosid (X-Gal) (26)
2.3 Enzyme
T7-Gene-6-Exonuclease (33)
T4-DNS-Ligase (16)
SP6/T7 Transkription Kit (26)
Red-Tag-Polymerase (30)
AmpliTag-Polymerase (22)
Tth-DNS-Polymerase (26)
Thermosequenase (33)

Expand-PCR-System (26)
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2.4  Synthetische Oligonukleotide (Primer)

HPLC gereinigte Oligonukleotide wurden von Metabion (Martinsried), und MWG Biotech
AG (Ebersberg) bezogen. Konventionelle Oligonukleotide wurden fir die Herstellung von
PCR-Produkten verwendet. Allel-spezifische Oligonukleotide zum Aufbringen auf Glas-
Objekttager waren am 5'-Ende aminomodifiziert. Fir die Erzeugung von Einzelstrang-
DNS-Targets durch Exonuklease-Verdau von PCR Produkten, wurden Phosphothioat-
modifizierte Oligonukleotide verwendet, welche am 5°-Ende drei PTO-Gruppen tragen. Alle
Oligonukleotide wurden im lyophilisertem Zustand geliefert. Gelost wurden die
Oligonukleotide je nach Bedarf in Wasser oder in 400mM N&CO3 pH 9,0 , in einer
Endkonzentration von 100uM. Bis zur Verwendung wurden diese bei —20°C gelagert.

Tab. 2.1: 5-aminomodifizierte Oligonukleotide mit (T);s-Distanzsequenz zum

Aufbringen auf Objekttréger

Name 5. » 3
3196 ¢ NH- TTTTTTTTTTTTTT Tatgatatcatctcaacttag
3196 a NH,- TTTTTTTTTTTTTT Tatgatatcatctcaacttaa
3243 a NH- TTTTTTTTTTTTTTTgggtttgttaagatggcaga
3243 ¢ NH- TTTTTTTTTTTTTTTgggtttgttaagatggcagg
3252 a NH.- TTTTTTTTTTTTTT Taagatggcagagcccggtaa
3252 ¢ NH.- TTTTTTTTTTTTTT Taagatggcagagcccggtag
3290 t NH- TTTTTTTTTTTTTT Ttttacagtcagaggttcaat
3290 c NHo- TTTTTTTTTTTTTT Ttttacagtcagaggttcaac
3302 a NH,- TTTTTTTTTTTTTT Tggttcaattecteticttaa
3302 ¢ NH,- TTTTTTTTTTTTTT Tggttcaattcctcttcttag
3394 t NH- TTTTTTTTTTTTTTTcgaacgasasattctaggct
3394 c NH- TTTTTTTTTTTTTTTcgaacgasaaattctaggec
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3397 a NH- TTTTTTTTTTTTTTTacgaaaaattctaggctata
3397 g NH- TTTTTTTTTTTTTTTacgaaaaattctaggctatg
3447 a NH- TTTTTTTTTTTTTTTgcccctacgggctactacaa
3447 ¢ NH- TTTTTTTTTTTTTTTgcccctacgggctactacag
3460 g NH,- TTTTTTTTTTTTTT Tactacaacccttcgetgacy
3460 a NH,- TTTTTTTTTTTTTT Tactacaacccttcgetgaca
4136 a NH- TTTTTTTTTTTTTT Tttatgaattcgaacagcata
4136 g NH- TTTTTTTTTTTTTT Tttatgaattcgaacagcatg

4160 t NH,- TTTTTTTTTTTTTTTcgattcegetacgaccaact
4160 c NH,- TTTTTTTTTTTTTTTcgattcegctacgaccaacce
4216 t NHy- TTTTTTTTTTTTTT Tcctageattacttatatgat

4216 ¢ NH- TTTTTTTTTTTTTTTcctageattacttatatgac

4317 a NH- TTTTTTTTTTTTTT Tgtaaataataggagcttasa
4317 ¢ NH- TTTTTTTTTTTTTT Tgtaaataataggagcttasg
4336 t NH,- TTTTTTTTTTTTTT Tacccccttatttctaggact

4336 c NH,- TTTTTTTTTTTTTTTacceccttatttctaggacc

4529 a NH- TTTTTTTTTTTTTTTttgcaggcacactcatcaca
4529 t NH- TTTTTTTTTTTTTTTttgcaggcacactcatcact
4646 t NH- TTTTTTTTTTTTTTTcagaagctgecatcaagtat
4646 c NH- TTTTTTTTTTTTTTTcagaagctgecatcaagtac
4917 a NH,- TTTTTTTTTTTTTT Tccaaatctctecctcactaa

4917 ¢ NHy- TTTTTTTTTTTTTTTccaaatctcteectcactag

7028 c NH- TTTTTTTTTTTTTT Tacacgtactacgttgtagcc
7028 t NH- TTTTTTTTTTTTTTTacacgtactacgttgtagct

8344 a NH- TTTTTTTTTTTTTT Ttaagttaaagattaagagaa
8344 g NH- TTTTTTTTTTTTTT Ttaagttasagattaagagag
8851 t NH,- TTTTTTTTTTTTTTTagccatggecatccccttat
8851 c NH,- TTTTTTTTTTTTTT Tagccatggecatceccttac

8993 a NHy- TTTTTTTTTTTTTT Tctcattcaaccaatageeca
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8993 ¢

NH,-

I ctcattcaaccaatagccce

8993 g

NH,-

T ctcattcaaccaatagceeg

8993 t

NH,-

I ctcattcaaccaatagccct

10398 a
10398 g

NH,-
NH,-

I acaaaaaggattagactgaa

I acaaasaggattagactgag

10463 t
10463 c

NH,-
NH,-

[ tocattatgataatcatatt

[taaattatgataatcatatc

11251 a
11251 g

NH,-
NH,-

[ ttccectactcatcgeacta

Ittccectactcatcgeactg

11332 c
11332t

NH,-
NH,-

I aactatcaaactcctgagec

I aactatcaaactcctgaget

11467 a
11467 g

NH,-
NH,-

Ttacttgccgcagtactctta

Itacttgccgcagtactcttg

11778 ¢
11778 a

NH,-
NH,-

ltacgaacgcactcacagtcg

ltacgaacgcactcacagtca

12246 c
12246 g

NH,-
NH,-

I ctaactcatgeocccatgtce

I ctaactcatgeccecatgty

12308 a
12308 g

NH,-
NH,-

I cattggtcttaggecccaaa

I cattggtcttaggecccaag

12311t
12311 c

NH,-
NH,-

Itggtcttaggccccaaaaat

Itggtcttaggccccasaaac

12372 g
12372 a

NH,-
NH,-

I ctataaccaccctaaccctg

I ctataaccaccctaacccta

12612 a
12612 g

NH,-
NH,-

I ccataatattcatcectgta

I ccataatattcatcectgtg

12634 a
12634 t

NH,-
NH,-

rattgttcgttacatggteca

rattgttcgttacatggtect

12705 ¢
12705t

NH,-
NH,-

[tcttcaaatatctactcatc

[tcttcaaatatctactcatt
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13368 ¢ NH,- TTTTTTTTTTTTTT Ttactatttatgtgcteeggg

13368 a NH,- TTTTTTTTTTTTTT Ttactatttatgtgctcegga

13708 ¢ NH,- TTTTTTTTTTTTTTTaaaccccattasacgectgg
13708 a NH,- TTTTTTTTTTTTTTTaaaccccattasacgectga
14233 a NH,- TTTTTTTTTTTTTT Tctactaatcaacgeccataa
14233 ¢ NH,- TTTTTTTTTTTTTTTctactaatcaacgeccatag
14484 t NH,- TTTTTTTTTTTTTTTgtatatccasagacaaccat
14484 ¢ NH,- TTTTTTTTTTTTTTTgtatatccasagacaaccac
14709 t NH,- TTTTTTTTTTTTTTTacaaccacgaccaatgatat
14709 ¢ NH,- TTTTTTTTTTTTTTTacaaccacgaccaatgatag
14905 g NH,- TTTTTTTTTTTTTTTcaggactattcctagecatg
14905 a NH,- TTTTTTTTTTTTTT Tcaggactattectagecata
15043 ¢ NH,- TTTTTTTTTTTTTT Tgcctcttectacacateggg
15043 a NH,- TTTTTTTTTTTTTT Tgcctcttectacacatcgga
15205 ¢ NHo- TTTTTTTTTTTTTT Tcaaacttactatccgecatc

15205 t NH,- TTTTTTTTTTTTTT Tcaaacttactatcegecatt

15257 ¢ NH,- TTTTTTTTTTTTTTTctgaggaggctactcagtag
15257 a NH,- TTTTTTTTTTTTTTTctgaggaggctactcagtaa
15326 a NH,- TTTTTTTTTTTTTT Tcattattgcagecctageaa
15326 ¢ NH,- TTTTTTTTTTTTTTTcattattgcagecctagcag
15452 ¢ NH,- TTTTTTTTTTTTTT Tecteggcttacttetettee

15452 a NH,- TTTTTTTTTTTTTT Tecteggcttacttctcttca

15607 a NH,- TTTTTTTTTTTTTT Ttcegatcegtecctaacaaa
15607 ¢ NH,- TTTTTTTTTTTTTT Ttccgatcegtecctaacaag
15924 a NH,- TTTTTTTTTTTTTT Ttaatacaccagtcttgtasa

15924 g NH- TTTTTTTTTTTTTT Ttaatacaccagtcttgtaag
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Tab. 2.2: 5-aminomodifizierte Oligonukleotide (50mere) zum Aufbringen
auf Objekttrager

Name 5 » 3

Amino-3196 g 50mer NH,-gcctacttcacaaagcgccttcceecgtaaatgatat catctcaacttag
Amino-3196 a50mer NH,- gcctacttcacaaagcgccttceeecgtaaatgatatcatctcaacttaa

Amino-3243 a50mer NH,- tagtattatacccacacccacccaagaacagggtttgttaagatggcaga
Amino-3243 g 50mer NH,- tagtattatacccacacccacccaagaacagggtttgttaagatggcagg

Amino-3252 a50mer NH,- acccacacccacccaagaacagggtttgttaagatggcagageccggtaa
Amino-3252 g 50mer NH,- acccacacccacccaagaacagggtttgttaagatggcagageccggtag

Amino-3290 t 50mer NH,- agagcccggtaatcgcataaaacttaaaactttacagtcagaggttcaat
Amino-3290 c¢ 50mer NH,- agagcccggtaatcgcataaaacttaaaactttacagtcagaggttcaac

Amino-3302 a50mer NH,- tcgcataaaacttaaaactttacagtcagaggttcaattcctcticttaa
Amino-3302 g 50mer NH,- tcgcataaaacttaaaactttacagtcagaggttcaattcctcttcttag

Amino-3394 t 50mer NH,- tctaatcgcaatggcattcctaatgettaccgaacgaaaaattctaggct
Amino-3394 ¢ 50mer NH,- tctaatcgcaatggcattcctaatgettaccgaacgaaaaattctaggec

Amino-3397 a50mer NH,- aatcgcaatggcattcctaatgcttaccgaacgaaaaattctaggctata
Amino-3397 g 50mer NH,- aatcgcaatggcattcctaatgcttaccgaacgaaaaattctaggctatg

Amino-3447 a50mer  NH,- tacaactacgcaaaggccccaacgttgtaggeccctacgggctactacaa
Amino-3447 g50mer  NH,- tacaactacgcaaaggccccaacgttgtaggeccctacgggctactacag

Amino-3460 g 50mer NH,- aggccccaacgttgtaggeccctacgggctactacaacccttcgetgacg
Amino-3460 a50mer NH,- aggccccaacgttgtaggeccctacgggctactacaacccttcgetgaca

Amino-4136 a50mer NH,- accaagaccctacttctaacctecctgttcttatgaattcgaacagcata
Amino-4136 g 50mer NH,- accaagaccctacttctaacctcectgttcttatgaattcgaacagcatg

Amino-4160 t 50mer NH,- ctgttcttatgaattcgaacagcatacccecgattccgcetacgaccaact
Amino-4160 ¢ 50mer NH,- ctgttcttatgaattcgaacagcatacccccgattccgetacgaccaacc

Amino-4216 t 50mer NH,- cctectatgaaaaaacttcctaccactcaccctagcattacttatatgat

Amino-4216 c50mer  NH,- cctectatgasasaacttcctaccactcaccctagceattacttatatgac

Amino-4317 a50mer NH,- tatgtctgatasaagagttactttgatagagtasataataggagcttaaa
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Amino-4317 g50mer  NH.- tatgtctgataasagagttactttgatagagtaaataataggagcttaag
Amino-4336 t 50mer NH,- actttgatagagtaaataataggagcttaaacccccttatttctaggact
Amino-4336 ¢ 50mer NH,- actttgatagagtaaataataggagcttaaacccccttatttctaggacc
Amino-4529 a50mer NH,- tggcccaaccegtcatctactctaccatctttgcaggcacactcatcaca
Amino-4529 t 50mer NH,- tggcccaaccegtcatctactctaccatctttgcaggceacactcatcact
Amino-4646 t 50mer NH,- ttctaaccaasaaaatasaccctcgttccacagaagctgecatcaagtat
Amino-4646 ¢ 50mer NH,- ttctaaccaasaaaatasaccctcgttccacagaagctgecatcaagtac
Amino-4917 a50mer NH,- acaaaaactagcccccatctcaatcatataccaaatctctecctcactaa
Amino-4917 g50mer  NH,- acasaaactagcccccatctcaatcatataccaaatctctecctcactag
Amino-7028 ¢ 50mer NH,- caaactcatcactagacatcgtactacacgacacgtactacgttgtagec
Amino-7028 t 50mer NH,- caaactcatcactagacatcgtactacacgacacgtactacgttgtagct
Amino-8344 a50mer NH,- cactgtaaagctaacttagcattaaccttttaagttasagattaagagaa
Amino-8344 g 50mer NH,- cactgtaaagctaacttagcattaaccttttaagttasagattaagagag
Amino-8851 t 50mer NH,- tacaccaaccacccaactatctataaacctagccatggccatceecttat
Amino-8851 ¢ 50mer NH,- tacaccaaccacccaactatctataaacctagccatggccatceecttac
Amino-8993 a50mer NH,- atactagttattatcgaaaccatcagcctactcattcaaccaatagecca
Amino-8993 ¢ 50mer NH,- atactagttattatcgaaaccatcagcctactcattcaaccaatagccce
Amino-8993 g 50mer NH,- atactagttattatcgaaaccatcagcctactcattcaaccaatageccg
Amino-8993 t 50mer NH,- atactagttattatcgaaaccatcagcctactcattcaaccaatagecct

Amino-10398 a 50mer
Amino-10398 g 50mer

NH,- cctagecctaagtctggectatgagtgactacaaasaggattagactgaa
NH,- cctagcectaagtctggectatgagtgactacaaasaggattagactgag

Amino-10463 t 50mer
Amino-10463 ¢ 50mer

NH,- gtttasacassacgaatgatttcyactcattasattatgataatcatatt
NH,- gtttasacassacgaatgatttcgactcattaaattatgataatcatatc

Amino-11251 a 50mer
Amino-11251 g 50mer

NH,- acttcctattctacaccctagtaggctcecttecectactcatcgeacta

NH,- acttcctattctacaccctagtaggctcccttecectactcatcgeactg

Amino-11332 ¢ 50mer
Amino-11332 t 50mer

NH,- acattctactactcactctcactgcccaagaactatcasactcctgagec

NH,- acattctactactcactctcactgcccaagaactatcasactcctgaget

Amino-11467 a 50mer
Amino-11467 g 50mer

NH,- atgtcgaagcccecatcgetgggtcaatagtacttgeegeagtactctta
NH,- atgtcgaagcccecatcgetgggtcaatagtacttgeegcagtactctty
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Amino-11778 g 50mer

NH,- tcattactattctgcctagcaaactcasactacgaacgcactcacagteg

Amino-11778 a 50mer

NH,- tcattactattctgectagcaaactcasactacgaacgcactcacagtca

Amino-12246 ¢ 50mer
Amino-12246 g 50mer

NH,- cttatttaccgagasagctcacaagaactgctaactcatgeccecatgte
NH,- cttatttaccgagasagctcacaagaactgctaactcatgeccecatgty

Amino-12308 a 50mer
Amino-12308 g 50mer

NH,- tttctcaacttttasaggataacagctatccattggtcttaggecccasa
NH,- tttctcaacttttasaggataacagctatecattggtcttaggecccaag

Amino-12311 t 50mer
Amino-12311 ¢ 50mer

NH,- ctcaacttttasaggataacagctatccattggtcttaggccccaaaaat
NH,- ctcaacttttasaggataacagctatccattggtcttaggecccasaaac

Amino-12372 g 50mer
Amino-12372 a 50mer

NH,- tccaaat asaagt aataaccatgcacactactataaccaccctaaccctg

NH,- tccaaat asaagt aataaccatgcacactactataaccaccctaacccta

Amino-12612 a 50mer
Amino-12612 g 50mer

NH,- tctcectaagcttcasactagactacttctccataatattcatcectgta
NH,- tctcectaagcttcasactagactacttctecataatattcatcectgtg

Amino-12634 a 50mer
Amino-12634 t 50mer

NH,- ctacttctccataatattcatcectgtageattgttegttacatggteca
NH,- ctacttctccataatattcatcectgtageattgttegttacatggtect

Amino-12705 ¢ 50mer
Amino-12705 t 50mer

NH,- atatasactcagacccaaacattaatcagttcttcaaatatctactcatc
NH,- atatasactcagacccaaacattaatcagttcttcaaatatctactcatt

Amino-13368 g 50mer
Amino-13368 a 50mer

NH,- acatctgtacccacgccttcttcaaagecatactatttatgtgetecggg
NH,- acatctgtacccacgccttcttcaaagecatactatttatgtgctecgga

Amino-13708 g 50mer
Amino-13708 a 50mer

NH,- taacattaacgaaaataaccccaccctactasaccecattaaacgectgg

NH,- taacattaacgaaaataaccccaccctactaaaccecattaaacgectga

Amino-14233 a 50mer
Amino-14233 g 50mer

NH,- caccaacasacaatgttcaaccagtaactactactaatcaacgcccataa

NH,- caccaacasacaatgttcaaccagtaactactactaatcaacgcccatag

Amino-14484 t 50mer
Amino-14484 ¢ 50mer

NH,- tcaggatactcctcaatagecategetgtagtat atccaaagacaaccat
NH,- tcaggatactcctcaatagecategetgtagtatatccaaagacaaccac

Amino-14709 t 50mer
Amino-14709 g 50mer

NH,- aaagcatacatcattattctcgcacggactacaaccacgaccaatgatat
NH,- aaagcatacatcattattctcgcacggactacaaccacgaccaatgatag

Amino-14905 g 50mer
Amino-14905 a 50mer

NH,- ttggcgectgectgatcctecaaat caccacaggactattcctagecatg
NH,- ttggcgectgectgatcctecaaatcaccacaggactattcctagecata

Amino-15043 g 50mer

NH,- acgccaatggegectcaatattctttatctgectcttectacacatcggg
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Amino-15043 a 50mer

NH,- acgccaatggegectcaatattctttatctgectcttectacacatcgga

Amino-15205 ¢ 50mer

NH,- aaatatcattctgaggggecacagtaattacaaacttactatcegecate

Amino-15205 t 50mer

NH,- aaatatcattctgaggggccacagtaattacaaacttactatcegecatt

Amino-15257 g 50mer
Amino-15257 a 50mer

NH,- atacattgggacagacctagttcaatgaatctgaggaggctactcagtag
NH,- atacattgggacagacctagttcaatgaatctgaggaggctactcagtaa

Amino-15326 a 50mer
Amino-15326 g 50mer

NH,- attctttacctttcacttcatcttgeecttcattattgcagecctagcaa
NH,- attctttacctttcacttcatcttgeocttcattattgcagecctageag

Amino-15452 ¢ 50mer
Amino-15452 a 50mer

NH,- cttccaccettactacacaat caaagacgccctcggcttacttetettee

NH,- cttccaccettactacacaatcaaagacgccctcggcttacttctcttca

Amino-15607 a 50mer
Amino-15607 g 50mer

NH,- aatgatatttcctattcgectacacaattcteegatcegtecctaacaaa
NH,- aatgatatttcctattcgectacacaattctcogat cegtecctaacaag

Amino-15924 a 50mer
Amino-15924 g 50mer

NH,- ctcaaatgggcctgtecttgtagtatasactaatacaccagtcttgtasa
NH,- ctcaaatgggcctgtecttgtagtatasactaatacaccagtcttgtaag

Tab. 2.3:  50mer Oligonukleotide zum Einsatz als Target fir die
Primer-Elongationsreaktion

Name

5 » 3

Oligo 50mer A Hin
Oligo 50mer C Hin
Oligo 50mer G Hin
Oligo 50mer T Hin

5'-tgtattagcaaactcatcactagaaatcgtactacacgacacgtactacg-3
5'-tgtattagcaaactcatcactagacatcgtactacacgacacgtactacg-3"
5'-tgtattagcaaactcatcactagagatcgtactacacgacacgtactacg-3
5'-tgtattagcaaactcatcactagat at cgtactacacgacacgtactacg-3"

Oligo 50mer A Ruck
Oligo 50mer C Riick
Oligo 50mer G Riick
Oligo 50mer T Ruck

5'-cgtagtacgtgtcgtgtagtacgatatctagtgatgagtttgctaataca-3°
5'-cgtagtacgtgtcgtgtagtacgatctctagtgatgagtttgctaataca-3°
5'-cgtagtacgtgtcgtgtagtacgatgtctagtgatgagtttgctaataca-3°
5'-cgtagtacgtgtcgtgtagtacgatttctagtgatgagtttgctaataca-3°

Amino-mt-6995 A
Amino-mt-6995 C
Amino-mt-6995 G
Amino-mt-6995 T

NH,-TTTTTTTTTTTTTT Tcgtagtacgtgtegtgtagtacgata
NH,-TTTTTTTTTTTTTT Tcgtagtacgtgtegtgtagtacgatc
NH,-TTTTTTTTTTTTTT Tcgtagtacgtgtegtgtagtacgatg

NH,-TTTTTTTTTTTTTT Tcgtagtacgtgtegtgtagtacgatt
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Tab. 2.4: Oligonukleotide als Startermolekuile zur Herstellung von PCR-Produkten

aus mtDNS

Name 5 » 3
A 3153 L 5'-ttcacaaagcgccttcecce-3°
A 4678 H 5'-aggattatggtagcggattgcettg-3°
B 5424 L 5’-catacaasacccaccccattecte-3°
B 5920 H 5'-caacggtcggcgaacatcagt-3°
C 9964 L 5 -atgtctccatctattgatgagggtcttactct-3°
C 10628 H 5°-ggagtgggtgttgagggttatgagagt-3
D 11158 L 5'-cacccgatgaggcaaccage-3°
D 12017 H 5'-tgagtgagccecattgtgttgtg-3°
E 12210L 5"-asagctcacaagaactgctaactcatge-3°
E 12788 H 5'-gatataattcctacgecctctcagee-3°
F 13324 L 5'-tgtacccacgccttcttcaaage-3°
F 14347 H 5'-tgatgggatgatgottgtgg-3°
G 14815 L 5°-cccatccaacatctecgeatgatgaaac-3°
G 15522 H 5'-gctagggtataattgtctgggtegect-3°
H 15149 L 5°-tgaggccaaatatcattctgagggge-3°
H 16052 H 5'-atgggtgagtcaatacttgggtgg-3°
| 3153 L 5'-ttcacaaagcgccttceecc -3°
| 3579 H 5'-tatggggaggggggttcatagtagaa-3°
J4094 L 5'-ccctacttctaaccteectgttcttat-3°
J4976 H 5'-tccacctcaactgectgctatgatgg-3°
K 5424 L 5’-catacaasacccaccccattecte-3°
K 5920 H 5'-caacggtcggcgaacatcagt-3°
L 6325 L 5'-cctecgtagacctaaccatcttctect-3°
L 7117 H 5"-agggtgtagcctgagaataggggaaa-3°
M 8316 L 5 -ttaaccttttaagttasaga-3°
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M 8435 H 5'-tgatgaggaatagtgtaagg-3
N 8821 L 5 -tctatasacctagccatgge-3
N 8940 H 5'- gataagggotgtaggtgtge-3°
08961 L 5'-aaccatcagcctactcattc-3°
09080 H 5'-ttaatggttgatattgctag-3°

P 14456 L 5 -atcgctgtagtatatccasa3°
P 14576 H 5'-tgttagcggtgtggacgggt-3
Q14681 L 5'-gcacggactacaaccacgac-3’
Q 14800 H 5'-gaatgagtggttaattaatt-3°
R3211L 5'-ccacccaagaacagggtttg-3°
R 3330H 5'-gagtaggaggttggccatgg-3°
S8301L 5" -asagctaacttagcattaac-3°
S 8420 H 5'-taaggagtatgggggtaatt-3°
T11741L 5'-tgcctagcasactcaaacta-3’
T 11860 H 5'-gaggttagcgaggcttgcta-3°
U 15221 L 5'-gcactagttcaatgaatctg-3
U 15340 H 5'-taggaggtggagtgttgcta-3°
V 15421 L 5" -aatcaaagacgccctcggcet-3°
V 15540 H 5°-ggggtotttaaggggttgge-3°

PCR-Produkten aus mtDNS

Tab. 2.5: Oligonukleotide als Startermolekuile zur Herstellung von asymmetrischen

Name 5 3
R-7080 5'-agcctcctatgatggcaaat-3°
R-8400 5 -atggtaggccatacggtagt-3"
R-8900 5'-agggcatttttaatcttaga-3°
R-8980 5'-gaatgagtaggctgatggtt-3°
R-10450 5'-taatttaatgagtcgaaatc-3°
R-10520 5'-tagaagtgagatggtaaatg-3"
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R-11310 5'-tgggcagtgagagtgagtag-3
R-11390 5'-ctgaaagaggtatctttact-3°
R-11520 5'-gtcaggggattgagaatgag-3
R-11830 5 -asaagctattagtgggagta-3°
R-12300 5'-ctaagaccaatggattgctg-3°
R-12360 5'-ggttatagtagtgtgcatgg-3
R-12430 5'-atgagttttttttgttaggg-3
R-12670 5'-ggtctgagtttatatatcac-3°
R-14290 5'-aggagaggggtcagggttga-3°
R-14760 5'-cgtattggggtcattggtgt-3°
R-14960 5'-ctcgagtgatgtgggcegatt-3°
R-15100 5'-gataatgccgatgtttcagg-3°
R-15260 5'-tgtctactgagtagcctect-3°
R-15510 5'-ttgtctgggtcgectaggag-3°
R-15980 5'-gtggagttasagactttttc-3°
R-4392 5'-ggtgtgataggtggcacggaga-3°
R-4678 5'-aggattatggatgcgattgcettg-3°
R-10289 5'-tcatggtaggggtasaaggagggcaa-3°
R-12549 5'-ggttgtggctcagtgtcagttcg-3°
R-11502 5'-agtgtgaggcgtattataccatage-3
R-5680 5'-tgggtttaagtcccattggtctagt-3°
R-15161 5 -atatttggcectcacgggaggacat-3°
R-15396 5'-tatcggaatgggaggtgattcctag-3°
R-5882 5'-gctgagtgaagcattggactg-3°
R-13415 5'-cctatttttcgaatatcttgttcat-3°
R-13755 5'-ggaaatgttgttagtaatgagasat-3°
R-14533 5-gggaggttatatgggtttaatag-3"
R-15650 5'-ctaggatgaggatggatagt-3
R-12115 5'-gtcggggttgagggataggaggaga-3°
L-7925 5°-ggcggactaatcttcaactcctacat-3°
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Tab. 2.6:  Phosphothioat-modifizierte Oligonukleotide als Startermolekdile zur
Herstellung von PCR-Produkten aus mtDNS

Name

w
/

PTO mtDNS R-3579

5'-gtatggggaggggggttcata-3°

PTO mtDNS R-3495

5°-gggttttaggggctctttgg-3°

PTO mtDNS R-3343

5'-tgggtacaatgaggagtaggag-3°

MtDNS L-3170

5'-aggcgccttceeccgtaaat-3

PTO mtDNS R-5920

5'-caacggtcggcgaacatcagt-3°

MtDNS L-9970

5'-catctattgatgagggtcttactct-3°

PTO mtDNS R-10628

5'-ggagtggatgttgagggttat-3°

PTO mtDNS R-12017

5'-tgagtgagccccattgtgttgtg-3°

PTO mtDNS R-12788

5'-gatataattcctacgeectctcagee-3°

PTO mtDNS R-14347

5'-tgatggggtgotggttgtgg-3°

MtDNS L-14816

5'-ccatccaacatctccgeatgat-3°

PTO mtDNS R-15523

5'-ggctagggtataattgtctggot-3"

PTO mtDNS R-16052

5'-atgggtgagtcaatacttgggtgg-3°

PTO mtDNS R-3579

5'-tatggggaggggogttcatagtagaa-3°

PTO mtDNS R-4976

5'-tccacctcaactgectgetatgatgg-3°

MtDNS L-6325

5'-ccteegtagacctaaccatctt-3°

PTO mtDNS R-7117

5'-gtgtagcctgagaataggggasa: 3°

PTO mtDNS R-7117-1

5'-agggtgtagcctgagaataggggasa-3°

PTO mtDNS R-8810

5'-gttggtgtasatgagtgaggca-3°

MtDNS F-6639

5 -ttatcctaccaggcttcggaataa3°

PTO mtDNS R-7060

5'-acagctcctattgataggacatagt-3

PTO(5x) mt R-3343

5'-tgggtacaatgaggagtaggag-3°

PTO(5x) mt R-7117

5'-gtgtagcctgagaataggggaaa-3°

PTO(5x) mt R-12017

5'-tgagtgagccccattgtgttgtg-3

PTO(5x) mt R-16052

5'-atgggtgagtcaatacttgggtgg-3°
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Tab. 2.7: Weitere verwendete Oligonukleotide

Name 5: » 3

5'A-12308G-Cy3 NH,- cttggggcctaagaccaatg-Cy3-3°

T7-R-3495 5'-asacgacggccagtgaattgtaatacgactcactataggege
gggttttaggggctctttgg-3°

T7-R-3339 5'-asacgacggccagtgaattgtaatacgactcactataggege
tacaatgaggagtaggaggt-3”

|A-Xhol-CL2 5"-aactcgagcetgeactccagectggg

T7-1A-Xhol-CL2 5'-aaacgacggccagtgaattgtaatacgactcactataggege
aactcgagctgcactccagectggg

T7-L3153 5'-aaacgacggccagtgaattgtaatacgactcactataggege
ttcacaaagcgccttcccec

T7-R3549 5'-asacgacggccagtgaattgtaatacgactcactataggege
tatggggaggggggttcatagtagaa

2.5 Lo6sungen und Puffer
LB-Amp-Medium pH 7,5 Trypton 1% (wWiv)

SOC-Medium

Hefeextrakt 0,5%  (w/v)
NaCl 1% (wWiv)
Ampicillin ~ 50ug/ml

Trypton 20 gl
Hefeextrakt 5 gl
NaCl 0,5 g/l
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TE-Puffer pH 7,5

10 x TBE-Puffer

20 x SSC pH 7,0

Silanisierungsdsung

Aktivierungslosung

26 Kits

KCI
EDTA

Tris

Tris
Borsaure
EDTA

NaCl
Na-Citrat

959% Aceton

25 mM
1mM
10 mM

1,34 M
45 mM
25mM

3M
03M

1%  3-Aminopropyltriethoxysilan

0,2% 1,4 Phenylendiisothiocyanat

15%  Pyridin

in N'N Dimethylformamid

QlAamp DNS Blood, Mini Extraction Kit (25)
QlAquick PCR Purification Kit (25)
Topo TA Cloning Kit (24)
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2.7 Glasobjekttrager

Aminosilan Objekttrager (30)
In situ PCR Objekttrager (22)
Super Frost Plus (18)
2.8 Gerate
Microarray Scanner 428 (2)
Arrayer (A4800) (5)
Brutschrank (34)
Concentrator 5301 (9)
Gelkammern (35
GeneAmp PCR-System 2400/9700 (9)
Millipore-Anlage (36)
Scanner (5)
Spekralphotometer (9)
Trockenschrank (34)
UV-Transilluminator (4)
Wasserbad (37)
Zentrifuge (Biofuge Stratos), Rotor # 3048 fur 96-well MTP (14)
Zentrifuge 5810R, Rotor A-4-62 fiir 96-well MTP (9)
Zentriguge 5417R, 5415C (9)

Zvkler MJResearch @)
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2.9 Sonstige Materialien

Férbegestell (27)
Frame Seal Chambers (7)
Glaskasten (27)
Mikrotiterplatten (27)
Objekttragerkasten (27)
Secure-Seal Hybridisation chambers (30)
UV-Kuvetten (9)

2.10 Computerprogramme

Exel 97 (20)
IP Lab/ Microarray Suite ()
Photoshop 5.2 Q)
Powerpoint 97 (20)

Word 97 (20)



