SPACE

https://dspace.org/

Oestrogen receptor mutations and their influence on
breast cancer growth
Amoils, Karin Dagmar

2012-03-12
http://hdl.handle.net/10539/11415

Downloaded from a DSpace repository. https://dspace.org/


https://dspace.org/
http://hdl.handle.net/10539/11415
https://dspace.org

APPENGCHS

Appendix I: Human Ethics Clearance Certificate

24



Appendilx Buffers and Solutions

Buffer/Solut

Working Solution

Concentrated s

solution

(per litre)

Trimcetate

(TAE)

1 x: 0.04MvMadeaiate

0.001M EDTA

50

X
2429 Tris bas
57.1ml glacia
acetic acid

100ml 0.5M E
(pH 8.0)

Phosphate Bu
Saline (PBS)

[0.15M]

8g NacCl
0.2g KCI
1.15g ,N&®Q
0.2g KAHQ
Make up to 1 litre wi

water.

Sodium aceta

(3NM pH 5.2

408.1g sodium acs$ta
800mbLH

Adjust to pH 5.2 with
acetic acid. Adjust v

litre wiz® H
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Appendixll: Serum preparation and Snhainstrdor
experiments.

A.Preparation of Stripped foetal calf serumadsdng Dextran C
Charcoal (DCC).
Physiological concentrations of steroid hormones are p
containing media in which cells are usetwdly P9é@&n (Esl
Oestradiol concentrations ® thdgh heehOfound in some foe
calf sera (Edadkrl973). Serum is therefore stripped of er
steroid prior to experiments involving response to ster
Dextran coated charcoal is used to strip endogenous hor

calf serum. Thisisaemoaddfication of timatamf (KOBSB).

Mix 0.02g Dextran (BDH Laboratory SuppWwetd, Poole, Engl
2g activated charcoal (Merck, Darmstadt, Germany) in 50
Centrifuge for 1 hour on a benchtop centrifuge.

Pour off liquid.

Mix pellet withCZ0Dndlta Bidbpecs, Kempton Park, South Afri
Vortex and allow todGthaord lahadur with occasional shaking.
Centrifuge and pG®r. off

Filt&éErCShrough adm MRillipore filter (Millipore, Bedford, M/
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B.Preparation of May and Grunwald s Stain.

0.3g May and Grunwald s powdered dye (BDH Chemicals
Poole, England)

100ml methanol (SAARCHEM, Muldersdrift, South Africa)
Mix and warmCto 50

Cool to room temperature, shalking occasiona

Stand for 24 hours and filter through Whatman No. 1 filte

(CliftoNWd, USA) before use.

C.Preparation of Giemsa Stain.

1g Giemsa powdem@DHEheniicals Ltd)

Add 66ml glycerol (SAARCHEM, Muldersdnidt he&saatutht Afri
50C for 90 to 120 mins.

Add 66ml methanol (SAARCHEM) and mix thoroughly.
Stand for 7 days at room temperature and then filter thrc

1 filter paper (Clifton, NJ, USA) prior to use.
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APPENDIX IV: Sequemnctingrapéds ER+ exons

A.ER*+ exon 2
AL ER®2 (427bp bampe)xtrogrdphward primer)
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Al. (contElR® (427bp bame)trogrd@phward precmetinued
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A2.ER&®2 (236bp bampe)trogrammplementary primer)
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B.ER+ exon 3
Bl. ER+3 (322bp peatrad)y salpdiverpeimer)
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C.ERt exon 4
Cla. ER+4 (555bp band) séetwemgdaphimer)
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ClbERa (555bp baspdytrogreemmplemengringer)
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C2a. Ed¥ (219bp band) spectrograph (forward primer)

25



D.ER+t exon 5
Dla. ER+ ex0548p( mad) spectrog¢frampbhard primer)
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Dla (conEdR+5 (544bp band) spectrograph (forward primer) col
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DIbERz5 (544bp band) spectrograph (complementary primer)
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D2a. ER+5 (405bp band) spectrograph (forward primer)
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D2a (contd). ERx*5 (4D Slpe dtaadraph (forwaiod g niuvear)
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D2b. ERx5 (405bp band) spectrograph (cogmplementary primer
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D2b (contd). ERx5 (405bp band) spectrograph (complementary

continued
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D3. ER+=5 (80bp band)appeompgementary primer)
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E.ER+ exon 6.
Ela. ER+88@Bp band) spectr{dgraphd ermim
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Ela. (contel@®&® (388bp band) spectrograph (forward primer) con;
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Elb. ER+6 (388bp band) spectrograph (complementary primer)

26



Elb. (cont€flR+6 (388bp band) spectrograph (complementary pri

continued
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F.ER+ exon 7.
FlaER¥ (345bp band) spectrograph (forward primer)
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Fla. (contd). ERx7 (345bp band) specpromreap hc ¢itiwued
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F2a. ER+x7 (310bp band) spectrograph (forward primer)
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F3a. ER+7 (161bp band) spectrograph (forward primer)
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APPENDIX V: Sequencing spectrographs of ER2 exon:
A.ER2 DBD

Ala. BBRBIO214bp band) spec(frorgraph primer)
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AlbERDBIO214bp band) spec(cromgpdemengaimger)
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B.ERB LBD

Blae®hBD(222bp band) spec(foogreepmhmer)
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BlbERWLBD(222bp band) spec(romgpaeimendaimer)
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APPENDIXPwIsitions of primers and PCR products

within the ER%* gene

A.ER+ exon 2

Al. Sequence and position of the 427bp band from nested PC

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaacadg
aatgcatatgagctcgggagaccagtacttaaagttggaggcccgggd
tcgtcctgggagctgcacttgctccgtcgggtcgeccggcettcaccggac
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacc
cgccggtttctgagccttctgccctgcggggacacggtctgcaccctge
accctccacaccaaagcatctggympdgigoacgdtccaagggaacgagct
cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgtac
gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccg
agaccggcctcccctacggtocaggatgcggegtacagecctggggggtt
cca@tcaacagcgtgtctccgagcccgctgatgctactgcacccgccge
gcagccccacggccagcaggtgccctactacctggagaacgagccca
gaggccggcccgccggcancdasgattcagataatcgacgccagggtg
attggccagtaccaatgacaagggaagtatggabggagqacttggtgcs
tgtgcaatgactatgcttcaggctaccattatggagtctgaaggtodpta gt
gagaagtatygaeataacgat@ttgtagccraaacagtgaccattgataaa
aggaagagctgccaggcctgccggctccgcaaatgctacgpaga gaqg
aagaccgaagaggagggagaabgtzaggggaed@atggggagggcag
gtggggtctgctggagacatgagagctgccaacctttggccaagcccg
acagcctggccttgtccctgagadggyaxgt ggoratgtttgagcccccca
cgagtatgatcctaccagacccttcagtgaagcttcgatgatgggcttad
tggthcatgatcaactgggcgaagaytgd ypeadatpgmoccctccatgatca

gaatgtgcctggcttatgaagattggggioogticdcatggagcacccagtga
tctaacttgctctygmare@agggaaaatgtgtagagggcatggtgyqota

tacatcatgtticorgcatgatgagadgagaggagdticgogptaatctattatttg
gagtgtacacatttctgtccagcaccctgaagtctctggagaggaagga
atcacagacactttgatccacctgatggccaaggcaggcctgaccctgd
cagctcctattctctcccacmacammacaaaggcatggagrsdgcadya
caagaacgtggtdatgatctgctgcggggagatgcccaccgcctacatg
cgtggaggggcatccgtggaggagacggaccaaagccacttggccac
gcaaaagtattacatcacgggggaggcagagggtttccctgccacagt

. primer position

bold sequence

tccctggc
gcccagga
cgcaggctec
fcgggctgt
ccgcggcc:
ggagcccc
ctggacag
ccgccaac!
tcccc
cgcagctgt
gcggctac
gcagagaa
1

CRGL g C
nacagg
paad gatgac
gggtgaa
ctcatgatc
tactctattc
tgaccaac
ggtccacc
ragctactg
tgettcgaca
jcttaattct
ccatatcca
fagcagcal
agtg
cgcccacte
tgcgggcte
ctgagagc!

italicexon 2 poqacecmomrding to Ponglekiaii®miBgl
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A2.

Sequence and position of the 236bp bakRiremomeated P

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaaca

tccctggc

aatgcatatgagcgaggaatacttaaagttggaggcccgggagcccaggagctggcs
tcgtcctgggagctgcacttgectccgtcgggtcgeccggcttcaccggacgegcaggctc
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacctcgggcetgt

cgccggtttctgagccttctgeccctgcggggacacggtatgppaced Yo
accctccacaccaaagcatctgggatggccctactgcatcagatccaa

cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgtac
gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccg

agaccggcctcccctagggtgaggctgcggegtdcaygecctggggggtt
ccactcaacagcgtgtctccgagcccgctgatgctactgcacccgccg(

gcagccccacggccagcaggtgccctactacctggagaacgagccca
gaggccggcccgccggcanctaeattcagataatcgacgccagggtg
gccagta@tgacaagggaagtatggctabgpamgt@atycgctactgtgca

actatgcttcaggctaccattatggagtctoppggtgtgatgggapogag
acataacgetéitgtagcacaaacagtgaccattgataaaaggaggagctc

cga g
jggaacga
ctggacag
ccgccaac
tcccc
rcgcagctg
gcggctac
gcagagac
lgtgtgcaa
jtattcaag
ccag

gcctgccggctccgcaaatgctacgaagtgmygaatgadgaaagaccgaagaggag

ggagaaggetacacaagcgccdagagq@agagggcaggggtgaagtgg
catgagagctgccaacctttggccaagcccgctcatgatcaaacgctct

tgacggccggatggtcagtgoratgtttgagccccccatactctattccgd
acccttcaqipcttcgatgatgggcttactgaccaacctggcagacagge(
gggcgaagagggtgertgg@atttgaccctccatgatcaggtccaccttct
agacctgatgattggggloogdioctcatggagcacccagtgaaganaadtg it
acg@accagggaaaatgtgtagagggctaopriagdgumtatgctacatga!

cgcatgatgaabmgggagaggagdttghgtatctattattg pattgtate at
gtccagcaccctgaagtctctggagaggaaggaccatatccaccgagt

atccacctgatggccaaggcaggcctgaccctgcagcagcagcaaa
ctctcccacatazgogmacaaaggcatggagcatctgtacagcatgaa

ccccttatgacctgctgcygegggatgcccaccgcctacatgcgcccacta
ccgtggaggagacggaccaaagccacttggccactgcgggctctactt

atcacgggggaggcagagggtttctgagamaedagectggce

primer position

bold sequence

italicexon 2 poqédcamrding to Ponglekiatli®mBidgl

ggtctgcto
aagaagac
lgtatgatc
jagctggtt
agaatgtg
ot gg

Pctcg

atttct

cctggaca
jcggctgg«
jtgcaaga:
gccgtgga
catcgcatt
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B.ER+ exon 3

Bl. Sequence and position of the 322bp bamkRitremome3ted P

gagttgtgcctggagtgadgatttatag@gggcaaggcaacagtccctggcecgtcctccac
aatgcatatgagctcgggagaccagtacttaaagttggaggcccgggalgcccagga
tcgtcctgggagctgcacttgctccgtcgggtcgeccggcettcaccggacgegcaggctc
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgdttidtaaggtggggcetgt
cgccggtttctgagccttctgccctgcggggacacggtctgcaccctgecgcgcecggcc:
accctccacaccaaagcatctgggatggccctactgcatcagatccaagggaacga
cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgtacictggacag
gtacaactaccccgagggcgaggtacdacgccgcggccgccgccaacgcgcaggtc
agaccggcctcccctacggccccgggtctgaggctgecggcgttcggctecaacggce
actcaacagcgtgtctccgagcccgctgatgctactgcacccgccgccgcagcetgtce
acggccagcaggtgccctactacctggagaacgagcccagcggrdagacggtgcg
ggcattctacaggccaaattcagataatcgacgccagggtggcagagagaagattgg
gggaagtatggctatggaatctgccaaggagactcgctactgtgcagtdtgcaatga
ttatggagtctggtcctgtgagggctgcaag gt ttaoadc aaaageadgi tg t

ccagccaccaaccagtgcaxazadbgratggaggaagagctgccaggccigeccggctc
caaatgctacgaagtgggaatgaggabtaogadagaagaccgaagaggagggagaatg
tgaaacacaagcgccagagagatgatggggagggcaggggtgaagtggggtctgec
agagctgccaacctttggccaagcccgctcatgatcaaacgctctaagaagaacag
cctgacggcagaibgragtgctdgigpatgctgagccccccatactctattcclgagtatgat
agacccttcagtgaagcttcgatgatgggcttactgaccaacctggcaglacagggag
ctgggcgaagagggtggtgggtttgaccctccatgatcaggtccaccttictagaatgt
gagatcctgatgattggtctcgtctggcgctccattaaygibtitgchoctigpacttgctcttc
gacaggaaccagggaaaatgtgtagagggcatggtggagatcttcgac¢catgctgcty
ccgcatgatgaatctgcagggagaggagtttgtgtgcctcaaatctattgttttgcttasc
tgtccagcaccctgaagtctctggagaggaaggaccatatccaccgagjtcctggace
gatccacctgatggccaaggcaggcctgaccctgcagcagcagcaccagcggctgg
cctctcccacatcag@ghacatgaggcatggagcatctgtacagcatgadgtgcaaga
gcccctctatgacctgctgctggagatgctggacgcccaccgcctacatlgcgcecccac
tccgtggaggagacggaccaaagccagttgdacatctatcggattccttgicaaaagta
atcacgggggaggcagagggtttccctgccacagtctgagagctccctggc

o primer position

bold sequence

italicexon 3 poqidcemrding to Ponglekiai®miBgl
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C.ER+ exon 4

C1l.

Sequence and positbdmp dfanhde f56m nestelRE Cx aorf 4

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaaca

tccctggc

aatgcatatgagctcgggagaccagtacttaaagttggaggcccgggalgcccagga

tcgtcctgggagctgcacttgectccgtcgggtcgeccggcttcaccggac
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacc
cgccggtttctgagccttctgccctgcggggacacggtctgcaccctge
accctccacaccaaagcatctgggatggccctactgcatcagatccaa
cgtccgcagctcaagatccgectot@ggggaggtgtacctggacage

gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccg
agaccggcctcccctacggccccgggtctgaggctgecggcecgttcggecet

gcaggctec
cgggcetgt
cgcggcce
ggaacga
gcaagccc
cgccaac
caacggc

actcaacagcgtgtctccgagcccgctgatgctactgcacccgccgecgcagctgtc

acggccagcaggtgccctactacctggagaacgagcccagcggctac
ggcattctacaggccaaattcagataatcgacgccagggtggcagaga
gggaagtatggctatggaatctgccaaggagactcgctactgtgcagtg
ttatggagtctggtcctgtgaggycitgaamqyaaigtattcaaggacata
cagccaccaaocchRgafitgataaaaaga@@gagctgccaggcctgccg

aatgctacgaagtgggaatgatg@aataggtaaaagaccgaagaggagg
aaacacaagcgccagagagatgatggggagggcaggggtgaagtgg
gagctgccaaccttdggcccgctcatgatcaaacgctctaagaagaac:
ctgacggccgaccagatggtcagtgccttgttggatgctgagcccccca
cctaccagaccctt@agadygtcgatgatgggcttactgaccaacctggcadg
tcacatgatcaactgmmey@gtgcgatftgtggatttgaccctccatgatc
tctagaatgtgcctggctagagatcctgatgattggtctcgtctggcgctc
gctactggctt@acttgctcttgaymcmagpggaaaatgtgtagagggcecatg
catgctgctggctacatcatctcggttccgcatgatgaatctgcagggag
tttgctta@gtgtgtacacatttgtgooccadagaagtctctggagaggaagga
tcctggacaagatcacagacactttgatccacctgatggccaaggcag

agcggctggcccagctcctcctcatcctctcccacatcaggcacatgag
agcatgaagtgcaagaacgtggtgcccctctatgacctgctgctggagt
cgcccactagccgtggaggggcatccgtggaggagacggaccaaag(
catcgcattccttgcaaaagtattacatcacgggggaggcagagggttt

gc

primer position

bold sequence

italiexon 4 poqiaceaomrding to Ponglekatn®mig |

acggtgcgt
aagattgg
tgcaatga
acgactate
gctccgca
gagaatgt!
ggtctgctg
ngcctggcc
tactctatt
jacaggga
aggtccac
catggagc
gtggagatt
aggagttty
ccatatccse
jcctgaccc
taacaaag
ggctggac
cacttggc
ccctgccac
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C2. Sequence and position of the 219bp barmkRitremo

meéted P

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaacad
aatgcatatgagctcgggagaccagtacttaaagttggaggcccggga
tcgtcctgggagtggtacgtcgggtcgeccggcttcaccggaccgcagqg(
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacc
cgccggtttctgagccttctgccctgcggggacacggtctgcaccctgc
accctccacaccaaagcatctgggatggccctactggatgatgategaad
cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgtac
gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccg
agaccggcctcccctacggccccgggtctgaggctgcggcgttcggcet
actcaacagcgtgtactcggtgprgctactgcacccgccgccgcagcetgt
acggccagcaggtgccctactacctggagaacgagcccagcggctac
ggcattctacaggccaaattcagataatcgacgccagggtggcagags
gggaagtatggctatggaatctgccaaggagactcgctactygttgaagdy
ttatggagtctggtcctgtgagggctgcaaggccttcttcaagagaagts
cagccaccaaocceagaftgataaaaaggy@@gagctgccaggcecctgcecg
aatgctacgaagtgggaatgaggpeaaggbhaaagaccgaagaggagg
cacaagcgccagagagatgatgggglopogtagggtctgctggagac
acctttggccaagcccgctcatgatcaaacgctctaagaagaacagcc
gatggtcagtgccttgttggatgctgagccccccatactctattccgaamd g
cttcgatgatgggcttactgaccaacctggcagacagggagctga@goa
gccagtttgtggatttgaccctccatgatcaggtccaccttctagaatgtg
tgattggtctcgtctggcgctccatggagcacddagggitaactttagctcttd
gaaccagggaaaatgtgtagagggcatggtggagatcttcgacatgctg
gatgaatctgcagggagaggagdatapttgttagtcattttgatd agttachcattt
gcaccctgaagtctctggagaggaaggaccatatccaccgagtcctgg
cctgatggccaaggcaggcctgaccctgcagcagcagcaccagcggc
cacatcaggcacatgagtaacaaaggcatggagcatctgtagaggeacg
tatgacctgctgctggagatgctggacgcccaccgcctacatgcgcccsg
aggagacggaccaaagccacttggccactgcgggctctacttcatcgc
ggggaggcagagggtttccctgccacagtctgagagctccctggc

primer position

bold sequence

italiexon 4 pos(aimoording to Ponglekiaii®Bieg |

tccctggc
gcccagga

rtcccgggg
tcgggctgt
ccgcggcce
g aac
ctggacag
ccgccaac
ccaacggc
cgcctttcct
acggtgcg
aagattgg
dgcaatga
ttcaagga
gctccgca
gagaatgtt
htgagagct
tggccttgta
jtgatccta
tatgatca:
cctggcta
gacag
jctggctac
ctgtcca
acaagatc
tggcccag
abgtgcaa
ictagccgt
attccttgc:e
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D.ER+ exon 5

D1. Sequence and position of the 544bp band from nested P

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaacagtccctggc
aatgcatatgagctcggdagat@@agttggaggcccgggagcccaggagctggcecgg
tcgtcctgggagctgcacttgctccgtcgggtcgccggcecttcaccggacgegcaggctc
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacctcgggcetgt
cgccggtttctgagccttctgccctgcggggacacggtctgaacatggccaggggcc:
accctccacaccaaagcatctgggatggccctactgcatcagatccaagggaacga
cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgtacictggacag
gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccggecgccaac
agaccggcctcccctacgggagggygagygcgttcggectccaacggcctggggggttt
actcaacagcgtgtctccgagcccgctgatgctactgcacccgccgccgcagctgtc
acggccagcaggtgccctactacctggagaacgagcccagcggctacpacggtgcg
ggcattctacaggccaaattcagataatcgacgccagggtggcagagaaagattgg
gggaagtatggctatggaatctgccaaggagactcgctactgtgcagtgtgcaatga
ttatggagtctggtcctgtgagggctgcaaggccttcttcaagagaagtdttcaagga
cagccaccaaccagtgcaccattgataaaaacaggaggaagagctgclcaggcctg
ctacgaagtgggaatgatgaaegaidgggaccgaagadgg a qpegpsagceaadtad t
Qgcgccagagg@®pggagggcaggggtgaagtggggtctgctggagacatgagagc:
acctttggccaagcccgctcatgatcaaacgctctaagaagaacagccftggccttgt
gaccagatggtcagtgccttgttggatgctgagccccccatactctattcecgagtatge
ccttcagtgabgratgatgggcttactgaccaacctggcagacagggagctggttcac
aactgggcgaagagggddtgaggatitgaccctccatgatcaggtccag¢cttctaga:
gcctggctagagatcctgatgattggtctcgtctggcgctccatggagcgcccagtga
gctcctaacttgctcttiggaceggggaaaatgtgtagagggcatgogdgalgatcttcg
gctgctggctacatcatctcggticazagpcta@dgagaggdgtidogct@aatetatta
ttttgcttaattctggagtgtacacatttctgtccagcaccctgaagtctctggagagga
gtcctggacaagatcacagacactttgatccacctgatggccaaggcaggcctgacc
cagcggctggcccagctcctcctaxtatctaggcacatgagtaacaaaggcatggagc
cagcatgaagtgcaagaacgtggtgcccctctatgacctgctgctggagatgctgga
gcgcccactagccgtggaggggcatccgtggaggagacggaccaaagccacttgg
ttcatcgcattccttgcaaaagtattacatcacgggggaggcagaggdtictctcctgcc

ggc

o primer position

bold sequence

italicexon 5 poqidcemrding to Ponglekiaii®miBgl
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D2. Sequence and position of the 405bp band from

nested P

gagngtgcctggagtgatgntaagccaalgtamggggaagmmm&©a$tacctngi

aatgcatatgagctcgggagaccagtacttaaagttggaggcccggga
tcgtcctgggagctgcacttgctccgtcgggtcgccggcttcaccggac
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacc
cgccggttgbgccttctgccctgcggggacacggtctgcaccctgcccgg
accctccacaccaaagcatctgggatggccctactgcatcagatccaa
cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgtac
gtacaactaccccgagggcgccgcctacgagttcamecacrgraarsats
agaccggcctcccctacggccccgggtctgaggctgcggcgttcggcet
actcaacagcgtgtctccgagcccgctgatgctactgcacccgccgccd(
acggccagcaggtgccctactacctggagaacgagcccagcggctac
ggcattctacagdiocceagpestaatcgacgccagggtggcagagaaagatt
gggaagtatggctatggaatctgccaaggagactcgctactgtgcagtg
ttatggagtctggtcctgtgagggctgcaaggccttcttcaagagaagts
cagccaccaaccagtgcaccattgataaaaacaggaogaagggtdgg
ctacgaagtgggaatgatgaaaggtgggatacgaaaagacgaaagad
Qgcgccagayg@®pggagggcaggggtgaagtggggtctgctggagac
acctttggccaagcccgctcatgatcaaacgctctaagaagaacagcc
gaccagatggtcagtgccttgttgggatgodgieagcdctattccgagtatgat
ccttcagtgaagcttcgatgatgggcttactgaccaacctggcagacag
aactgggcgaagagggdgtidggggatttgaccctccatgatcaggtcca
gctagagatcctgatgattggtctcgtctggcgctccatggagcaccca
cttggagaaccagggaaaatgtgtagagggcatggtggagatcttcga
catctcggttccgcatgbdgagi@agagpjgctcaaatctattattttg
agtgtacacatttctgtccagcaccctgaagtctctggagaggaaggac
tcacagacactttgatccacctgatgoi@eecaeggdgaggcagcagcaccal
agctcctcctcatcctctcccacatcaggcacatgagtaacaaaggcat
aagaacgtggtgcccctctatgacctgctgctggagatgctggacgccdg
gtggaggggcatccgtggaggagacggaccaaagccacttggccact
caaaagtattacatcacgggggaggcagagggtttccctgccacagtct

primer position

bold sequence

italicexon 5 poqidcemrding to Ponglekiatl®Bkgl

gcccagga
cgcaggctec
tcgggctgt
ggccacge
jggaacga
ctggacag
tagggtc
ccaacggc
jcagctgtc
acggtgcg
ggccagta
tgcaatga
ttcaagga
cagatg
gagggag:
atgagagc
tggccttgt
cctaccag:
ggagctgg
iccttctage
ytgaagcta
catgctgcet
cttaattctg
catatccac
gcggctgg
ggagcatc
accgccta

gcgggctct
gagagctc
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D3. Sequence and position of the 80bp banEIRf# oexare $ted PC

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaacadg
aatgcatatgagctcgggagaccagtacttaaagttggaggcccggga
tcgtcctgggagctgcacttgctccgtcgggtcgeccggcettcaccggac
ggccagagctcgcgtgtcggcdgggtaggecgdaacctcgggcetgtgcet
cgccggtttctgagccttctgccctgcggggacacggtctgcaccctge
accctccacaccaaagcatctgggatggccctactgcatcagatccaa
cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgdtag
gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccg
agaccggcctcccctacggccccgggtctgaggctgcggcegttcgget
actcaacagcgtgtctccgagcccgctgatgctactgcacccgccgcc(
acggccagcaggtgccctactacgtggagagggbacacggtgcgcgasl
ggcattctacaggccaaattcagataatcgacgccagggtggcagaga
gggaagtatggctatggaatctgccaaggagactcgctactgtgcagtg
ttatggagtctggtcctgtgagggctgcaaggccttcttcaagagaagyd
cagccaccaaccagtgcaccattgataaaaacaggaggaagagctgc
ctacgaagtgggaatgatgaaaggtgggatacgaaaagacggaagad
dcgccagat@@tggggagggcaggggtgaagtggggtctgctggags
ggccaagcccgctcatgatcaaacgctctagagaatgdacagyracggcc
tcagtgccttgttggatgctgagccccccatactctattccgagtatgatc
tgatgggcttactgaccaacctggcagacagggagctggttcacatgat
gctttgtggatttgaccctccatgatcaggtccaccttctagaatgtgoog
ctggcgctccatggagcacccagtgaagctadtdtytgadaatacacg g
tgtgtagagggcatggtggagatcttcgacatgctgctggctacatcatg
tgcagggagaggadttigpaatctattattttgcttaattctggagtgta
ctgaagtctctggagaggaaggaregitatiocgpaccaagatcacagacac
ggccaaggcaggcctgaccctgcagcagcagcaccagcggctggccd
caggcacatgagtaacaaaggcatggagcatctgtacagcatgaagtg
cctgctgctggagatgctggacgcccaccgcctacatgcgcccacta@
gacggaccaaagccacttggccactgcgggctctacttcatcgcattcec
aggcagagggtttccctgccacagtctgagagctccctgge

primer position

bold sequence

italicexon 5 poqidcemrding to Ponglekiatl®Bkgl

tccctggc
gcccagga
cgcaggctec
ctttttccac
ccgcggcc:
jggaacga
ctggacag
ccgccaac!
ccaacggc
jcagctgtc
Jgccggcc
aagattgg
tgcaatga
ttcaagga
caggcctg
gagggag:
rcatgagac
jaccagatc
ctaccaga
caactggg
pgctagag
Laaa
tcggttccg
cacatttct
tttgatcca
agctcctc
caagaacc
Ccgtggage
ttgcaaaaf
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E.ER+ exon 6

E1l. Seque and position of the 388bp band fE®Rm r&6

ted PCR

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaacadg
aatgcatatgagctcgggagaccagtacttaaagttggaggcccggga
tcgtcctgggagctgcacttgctccgtcaygogggccggaytgctccecggg
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacc
cgccggtttctgagccttctgccctgcggggacacggtctgcaccctge
accctccacaccaaagcatctgggatggccctactgcatcagatccaa
cgetcgcagctcaagatccccctggagcggcecccctgggcgaggtgtacc
gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccg
agaccggcctcccctacggccccgggtctgaggctgecggcegttcgget
actcaacagcgtgtctccgagcccgctgadgcectgchooagecgecctttcd
acggccagcaggtgccctactacctggagaacgagcccagcggctac
ggcattctacaggccaaattcagataatcgacgccagggtggcagaga
gggaagtatggctatggaatctgccaaggagactcgctactgtgcagtg
ttatggatgtgtcctgtgagggctgcaaggccttcttcaagagaagtattc
cagccaccaaccagtgcaccattgataaaaacaggaggaagagctgc
ctacgaagtgggaatgatgaaaggtgggatacgaaaagaccgaagadg

tccctggc
gcccagga

gcagggcc
tcgggctgt
ccgcggcce
jggaacga
tggacagc
ccgccaac
ccaacggc
tgcagccec
acggtgcg
aagattgg
tgcaatga
haggacat:e
caggcctg

gagggag

gcgccagagagatgatggggagggcaggggtggagadggghtogtgimeeaccttt

ggccaagcccgctcatgatcaaacgctctaagaagaacagcctggcct
tcagtgccttgttggatgctgagccccccatactctattccgagtatgatc
tgatgggcttactgaccaacctggcagacagggagctggttcacatgat
gctttgtggaticctccatgatcaggtccaccttctagadtgtgadgadcd!
ciggcgctccatggagcacccagtgaagctactgtttgctcctgaa ttgad
gaaaatgtgtagagggcatggtggagatcttcgacatgctgctggctac
tgaatctgcagggagaggagtttgtgtgcctcaaatttcttaatqttg tbgetca
gtccagcaccctgaagtctctggagaggaaggaccatatccaccgagt
cactttgatccacctgatggccaaggcaggcctgaccctgcagcagca
gctcctecattcctcccacagcagatgagtaacaaaggcatggagcatct
caagaacgtggtgcccctctatggagbhggtgggacgcccaccgcctac
cgtggaggggcatccgtggaggagacggaccaaagccacttggccac
gcaaaagtattacatcacgggggaggcagagggtttccctgccacagt

primer position

bold sequence

italicexon 6 poqidcaending to Ponglikatnadinkd8)

tgtccctga
ctaccaga
caactggg
s Qe 0L
gttggaca:
atcatctcg
pttct
cctggaca
gcaccagc
jtacagcat
atgcgccce
tgcgggct
ctgagagc!
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F.ER+ exon 7

F1. Sequence and position of the 345bp bakRir@emo

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaacadg
aatgcatatgagctcgggagaccagtacttggag tiorcpagaoodggcg
tcgtcctgggagctgcacttgctccgtcgggtcgeccggcettcaccggac
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacc
cgccggtttctgagccttctgccctgcggggacacggtctgcaccctge
accctxmaxcaaagcatctgggatggccctactgcatcagatccaaggg
cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgtac
gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccg
agaccggcctcccctacggccccgggtctgagpageggctgidggggt
actcaacagcgtgtctccgagcccgctgatgctactgcacccgccgcc(
acggccagcaggtgccctactacctggagaacgagcccagcggctac
ggcattctacaggccaaattcagataatcgacgccagggtggcagaga
gggaagtatggabddtggccaaggagactcgctactgtgcagtgtgcaat
ttatggagtctggtcctgtgagggctgcaaggccttcttcaagagaagta
cagccaccaaccagtgcaccattgataaaaacaggaggaagagctgc
ctacgaagtgggaatgatgaaaggtgggatacgaagagaacgdggaa
gcgccagagagatgatggggagggcaggggtgaagtggggtctgctg
ggccaagcccgctcatgatcaaacgctctaagaagaacagcctggcct
tcagtgccttgttggatgctgagccccccatactctattccgagtatgatc
tgatgggcttaatgcacdggcagacagggagctggttcacatgatcaactd
gctttgtggatttgaccctccatgatcaggtccaccttctagaatgtgcct
ctggcgctccatggagcacccagtgaagctactgtttgctcctaacttge
tgtagagggcatggtggaga tgtd tggpctatagecgac cgpgtgatgaatctg
gagaggagtttgtgtgcctcaaatctattaptdggtbacattatgtctgtcca
gaagtctctggagaggaaggaccatatccaccgagtcctggacaagat
ctgatggccaaggcaggcctgaccctgcagcagcagcaccagcggct
ctctcccacatcaggcaaatgeapggcatggagcatctgtacagcatgg
tggtgcctattgacctgctgcttgygt@gacgcccaccgcctacatgcgcccyd
gcatccgtggaggagacggaccaaagccacttggccactgcgggctct
ttacatcacgggggaggcagagggtttccctgccacagtctgagagctc

___primer position

bold sequence

italicexon 7 poqacecmomrding to Ponglekiaii®miBgl

mesdted P

tccctggc
gagggcgt
cgcaggctec
fcgggctgt
ccgcggcc:
aacgagct
ctggacag
ccgccaac!
ttcccccce
jcagctgtc
acggtgcg
aagattgg
gactatgc!
ttcaagga
caggcctg
gagyga
gagacatg
tgtccctga
ctaccaga
ggcgaag:
ggctagag
tcttggaca
cagd
gcaccct
cacagace
ggcccagc
agtgcaag
ictagccgt
acttcatcc
cctggc
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F2. Sequence and position of the 310bp bamkRir@emo

mesdted P

gagttgtgcctggagtgatgtttaagccaatgtcagggcaaggcaadhtg
aatgcatatgagctcgggagaccagtacttaaagttggaggcccggga
tcgtcctgggagctgcacttgctccgtcgggtcgeccggcttcaccggac
ggccagagctcgcgtgtcggcgggacatgcgctgcgtcgcctctaacc
cgccggtttctgagccttctgraatggyogtgggaccctgecccgecggceccacd
accctccacaccaaagcatctgggatggccctactgcatcagatccaa
cgtccgcagctcaagatccccctggagcggcecccctgggcgaggtgtac
gtacaactaccccgagggcgccgcctacgagttcaacgccgcggccg
agaccggcctcccctacggccccgggtctgaggcectgcggcecgttcgget
actcaacagcgtgtctccgagcccgctgatgctactgcacccgccgcc(
acggccagcaggtgccctactacctggagaacgagcccagcggctac
ggcattctacaggccaaattcagatabddggagagaagqg@ttggccagt
gggaagtatggctatggaatctgccaaggagactcgctactgtgcagtd
ttatggagtctggtcctgtgagggctgcaaggccttcttcaagagaagta
cagccaccaaccagtgcaccattgataaaaacaggaggaagagctgc
ctacgaagtgggaatgatgaaaggtgggatacgaaaagaccgaagag
gcgccagagagatgatggggagggcaggggtgaagtggggtctgctg
ggccaagcccgctcatgatcaaacgctctaagaagaacagcctggcct
tcagtgccttgttggatgctgagccccc@dgeadioottaitcagagtcttcad
tgatgggcttactgaccaacctggcagacagggagctggttcacatgat
gctttgtggatttgaccctccatgatcaggtccaccttctagaatgtgcct
ctggcgctccatggagcacccagtgaagctactgtttgctcctaacttat
tgtagagggcatggtggagattgtd cogpctatgat gettot@gg atbga tap g g ¢
agagghttgtgtgcctcaaatctattatttigedtgaadtatgatttctgtecad
aagtctctggagaggaaggaccatatccaccgagtcctggacaagatd
gatggccaaggcaggcctgaccctgcagagggggt@gcccagctccti
ctccacatcaggca@at@m@amaggcatggagcatctgtacagcaygdgan
ccttmatgacctgctgcttgat@@gacgcccaccgcctacatgcgcccactag
gtggaggagacggaccaaagccacttggccactgcgggctctacttca
acgggaggcagagggtttccctgccacagtctgagagctccctggce

primer position

bold sequence

italicexon 7 poqacecmomrding to Ponglekiaii®miBgl

pttccctggc
gcccagga
cgcaggctc
fcgggctgt
gaccatga
Jggaacga
ctggacag
ccgccaac!
ccaacggct
jcagctgtc
acggtgcgt
accaatgac
tgcaatga
ttcaagga
caggcctg
gagggage
gagacatg
tgtccctga
tgaagctt
caactggg
ggctagag.
gcttggaca
)
caccctg
acagacac
ctcat
ggcaagaa
ccgtggag
tcgcattcc
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F3. Sequence and position of the 161bp bakdRir@emo

mesdted P

gagttgtgcogtg@agtttaagccaatgtcagggcaaggcaacagtccct
aatgcatatgagctcgggagaccagtacttaaagttggaggcccggga
tcgtcctgggagctgcacttgectccgtcgggtcgeccggcttcaccggac
ggccagagctcgcgtgtcggcgggacatgcgcygogattgdgcetctatd tad
cgccggtttctgagccttctgccctgcggggacacggtctgcaccctge
accctccacaccaaagcatctgggatggccctactgcatcagatccaa
cgtccgcagctcaagatccccctggagcggcccctgggcgaggtgtac
gtacaacta@mopgcgccgcctacgagttcaacgccgcggeccgccgcec
agaccggcctcccctacggccccgggtctgaggctgcggcecgttcggcet
actcaacagcgtgtctccgagcccgctgatgctactgcacccgccgcc(

acggccagcaggtgccctactacctggagaacga goaoagpopgped ag
ggcattctacaggccaaattcagataatcgacgccagggtggcagaga

gggaagtatggctattggoaeaatggagactcgctactgtgcagtgtgcaatg
ttatggagtctggtcctgtgagggctgcaaggccttcttcaagagaagta
cagccaccaaccagtgcaccattgataaaaacaggaggaagagctgc
ctacgaagtgggaatgatgaaaggtgggatacgaaaa geagdtgpaaga
gcgccagagagatgatggggagggcaggggtgaagtggggtctgctg
ggccaagcccgctcatgatcaaacgctctaagaagaacagcctggcct
tcagtgccttgttggatgctgagccccccatactctattccgagtatgatc
tgatgggcttactghggaagacagggagctggttcacatgatcaactgg
gctttgtggatttgaccctccatgatcaggtccaccttctagaatgtgcct
ctggcgctccatggagcacccagtgaagctactgtttgctcctaacttge
tgtagagggcatggtggaga tgtd togpatataet gdd c yagg at ga ctap g g
gagaggtdtgtgtgcctcaaatcgattaattghgtgtacacatttctgtcca
gtctctggagaggaaggaccatatccaccgagtcctggacaagatcac
aaggcaggcctgaccctgcagcagcagcaccagcggctggcccagct
cacatgag@@aaggcatggagcatctgtacagcatgaagtgcaaghatg
cctgctgctgggghggacgcccaccgcctacatgcgecccactagccgty

agacggaccaaagccacttggccactgcgggctctacttcatcgcattc
gaggcagagggtttccctgccacagtctgagagctccctgge

meri position

bold sequence

italicexon 7 position

ggccgtcc
gcccagga
cgcaggctec
taggtggcc
ccgcggcc:e
jggaacga
ctggacag
aacgcgca
ccaacggc
jcagctgtc
ACggdtcC

aagattgg
actatgctt
ttcaagga
caggcctg
PoceecEg g & g
gagacatg
tgtccctga
ctaccaga
gcgaagag
ggctagag
tcttggaca

gcaccctg:
agacacttt
cctcctcat
mtggtgccc
ygaggggc

cttgcaaa:
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within the ER2 gene.

A.ER2 DBD

APPENDIX VII: Positions of primers and PCR produc

Al. Sequence and position of the 214bp band from nested

ER2DBD

gttgacagccattatacttgcccacgaatctttgagaacattataatg
ttttctcagctgttatctcaagacatggatataaaaaactcaccatct
cgcagtcaatccatcttacccctggagcacggctccatatacatac
atgaatatccagccatgacattctatagccctgctgtgatgaattac
tgaaggtgggcctggtcggcagaccacaagcccaaatgtgttgtgg
tttagtggtccatcgccagttatcacatctgpiagggdgaatgatiopy a

cgctagaacacaccttaccagtagpaocaotgaaaaggaaggttagtg
ccagccctgttactggtccaggttcaaagagggatgctcacttctgo

ggatatcactatggaqgtgtggaagumaggttttttagaagcattcgag
taatgattatatttgtcam@ttagtgtacaatcgataaaaaccggcg
aggcctgccgacttcggaagtgttacgaagtgggapdortgaaad ¢
agattgggtaccgccttgigggagagaagtgopxagpcagctgcactgt(
aggccaagagaagtggcggccacgcgccccgagtgcgggagctg
gagcagctagtgctcggaggxdgagccgccccatgtgctgatcagd
cttcaccgaggcctccatgatgatgtccctgaccaagttggccgac
ctgggccaagaagattitégygggagctcagecctgttcgaccaagtgd
tggatggaggtgttaatgatggggctgatgtggcgctcaattgacca
agatcttgttctgg@atagrggggaaatgcgtagaaggaattctggad
gcaactacttcaaggtttcgagagttaaaactccaacacaaagaat
tgctcaatgd@agtaccctctggtcacagcgacccaggatgctgac
cacttgctgaacgccgtgaccgatgctttgagatpopggatt ycocta ¢
aatccatgcgcctggctaacctcctgatgctcctgtccaacgagagd
gaacatctgctcaacatgaagtgcaaaaatgtggtcccagtgtatg
cccacgtgcttcgcgggtgcaagtcctccatcacggggtccgagtg
aagcaaagagggctcccam@tat¢cagtgacgcctggccctgaggt
gaggtcacaagctgaagcgtgaactccagtgtgtcaggagcctgg
catttgg

__primer position

bold sequence

*

intron/exon borders (accordeh@lil® ERmaykk
and Fuqua,)2004

acctttgtc
agccttaat
cttcctccte
agcattccc
jccaacac:
agcaagat
ggaaccgt
gctgtctge
a
caagagct
1 9% 9
yccggca
ctgctgga
cgccccac
naggagtte
ggctcttge
lccccggce
patctttgac
atctctgtg
hgcagccg
cagcagc
c@dggcgag
acctgctgec
cagcccgg
jaactggc
gcttcatct!
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B.ER2 LBD

Bl1Sequence and position of the 222bp band from nested PC|

gttgacagccattatacttgcccacgaatctttgagaacattataatgad
tcagctgttatctcaagacatggatataaaaaactcaccatctagcctt
caatccatcttacgecatgg@ctccatatacataccttcctcctatgtaga
agccatgacattctatagccctgctgtgatgaattacagcattcccage
tggtcggcagaccacaagcccaaatgtgttgtggccaacacctgggc
agttatcacatctgtatgcggaacctcaaaagagtccgdtyadgbrcaza
ctgtaaa@@m@gacactgaaaaggaaggttagtgggaaccgttgcgca
ttcaaagagggatgctcacttctgcgctgtctgcagcgattacgcatcg
tgaaggatgtaaggccttttttaaaagacataattgatgtatttgtccag
gtacaatcgatamagpeayrcaagagctgccaggcctgccgacttcggaa
ggtgaagtpdicccggagagagagatgtgggtaccgceccttgtgecggad
gcagctgcactgtgccggcaaggccaagagaagtggcggccacgcg
ggacgccctgagccccgagcagctagtgctcaccctcctgga@gcag
gccccagtgcgcccttcaccgaggcctccatgatgatgtccctgacca
acatgatcagctgggccaagaagtaptigoraggctcagcecctgttcgacca
agagctgttggatggaggtgttaatgatggggctgatgtggcgctcaal
gctccagatcttgttcgggama@gaaatgcgtagpeeagctggaaatcttt
ctcctggcaactacttcaaggtttcgagagttaaaactccaacacaaa
catgatcctgctcadgtacptaccctctggtcacagcgacccaggatgec
gaagctggctcacttgctgaacopatgtatacggtdagyggecaagagecgg
cccagcagbecatgcgcctggctaacctcctgatgcectcctgtcaaacat
ggcatggaacatctgctcaacatgaagtgcaaaaatgtggtcccagtg
aatgcccacgtgcttcgcgggtgcaagtcctccatcacggggtccgagd
aaagcaaagagggctcccagaacccacagtctca gtipaacaged gtgogeo
ggtcacaagctgaagcgtgaactccagtgtgtcaggagcctgggcttc

g

o primer position

bold sequence

*

intron/exon borders (accordeha lil® Ehre ayakd
Fuqua, 2004

aattctcctl
Cagccacc.

ctttgtgcec

aatgtcact

acctttctcc
C & & tppact

agccctgt
ggatatca

ctacaaatc
gytgttacga

acagaga:
ccccgagt

mgccgccc

agttggcc
agtgcggc

tgaccacc
gacatg

paatatctc

tgacagca

catctcct

T@ggcatg
tatgaccty

tgcagccc
reeek: - K:
atctttctg.
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