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APPENDIX A
BUFFERS AND REAGENTS

10% SDS solution
Sodium dodecy! sulfate 10 g
Distilled water to 100 ml

Mix the solution and store at room temperature

0.5 M EDTA (pH 8.0)

Disodium ethylenediami

Sterilize the solution Dy, jandstors & I'temperature

Tris base
Glacial acetic
0.5M EDTA pH 8.0

Distilled water to L4

]

6X loading dye

Brompheno

Cyafl“umwﬂmﬁmm

1M§liﬂ’1ﬁ\1ﬂ‘im ummmaﬂ

DIS'[I”ed water to

Mix and stored at 4 °C

2% agarose gel (w/v)
Agarose 1.6 g
1X TAE 80 ml

57
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Dissolve by heating in microwave oven and mix occasionally until no granules of

agarose are visible.

Ethydium bromide
Ethydium bromide 10 mg
Distilled water 1 ml

Mix the solution and store at 4 °C

Denaturing solution
NaOH 0.5 M
NaCl 1.5M
Distilled water to

Mix the solution an

Neutralizing solution
NaCl 1.5M

Tris base 1M pH 7.2
Distilled water to

Mix the solution and

20X SSC [l

Sid,ummﬂouﬂfawﬂwm JANT

Distilled water to ml

Mmammﬂﬁwmwmaﬂ

10% Sodium-N-Lauroylsarcosine
Sodium-N-Lauroylsarcosine 10 g
Distilled water to 100 ml

Mix the solution and store at room temperature
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APPENDIX B
CHEMICAL AGENTS AND INSTRUMENTS

Materials

1. Pipette tip: 10 pl, 200 pl 1000 wl (Axygen Scientific, USA and Euro Lab®

Labortechnik KG, German)

2. Microcentrifuge tube: 02 3 M8 ml (Axygen Scientific, USA)

3. Polypropylene conit ﬁ______ Fi5 = c ing, USA)

4. Polystyrene roun be 5 ml{Beeigp Dickinson, USA)

5. Beaker: 50 ml_J@

6. Flask: 250 ml,_o@0

7. Reagent bottle 400 . \\~ “ USA)

8. Cylinder: 25 miff 50 filz41 00~ 4280, i, "800 m!, 1,000 mi (Witeg,
Germany) .

9. Glass pipette: 5%l #0 m| #\A ,.,.;.;

10. Pipette rack (Epp ddf:Germary
11. Thermometer (Pre ' f"p

12. PARAFILMgARmerican National
13. Plastic wrap =

14. Aluminum foil*

b ;v iﬁﬂﬂi}ﬂmﬁ'ﬁ
ARIESTS UM AINea Y

19. Combs (Bio-RAD)
20. Electrophoresis chamber set (Bio-RAD)

21. Timer (Canon, China)



Equipment

2
3
4
8
6.
7
8
9

10.
Al
12:
13.
14.
15.

16.
17.

20.

60

Automatic adjustable micropipette: P2 (0.1-2.5 ul), P10 (0.5-10 i),

P20 (2-20 wl), P100 (10-100 wl), P200 (10-200 ui), P1000 (0.1- 1 ml)

(Eppendorf, Germany)
Pipette boy (Tecnomara, Switzerland)

Vortex (Scientic Industry, USA)

pH meter (Ecomet, UK)§
Stirring hot platECOMING, USAY e
Microcent pEENdoft, Germeany,

Thermal centy

Dynal MPC (Y
DNA Therm

Beta shi ¢

Heat block (Bg
Shaker (Armg

Incubator (M'

Gel-doef(B

]
|

Refrigerat i or 4 °C (Hitachi, Sanya, Japan)

BTN EEWENS

Mlcroscope (Leica, USA)

PRI SRIUBBYINY

Reagents

22

FACScan and CELLquest solfware (Becton Dickinson, USA)

1. General reagents

1.1 Fetal Bovine Serum (GIBCO, USA)



1.2 Phosphate Buffer Saline (PBS)
1.3 Hydrochloric acid (Merck)

1.4 Sodium chloride (Merck)

1.5 Tris base (USB)

2. Reagents for Immunophenotyping
2.1 Ficoll-Paque " PLUS (Amershamphamacia Biotech)

2.2 FACS™ lysing solutionyB 868 Pigkinson, USA)

2.3 Paraformaldehygle (Sign 7,

2.4 FAGSFlow (BoaiaaieKinsof

2.5 Immunopheno
251
25.
25,
254
255
256

2580

. Y, P
3. Reagents for Imm E)mmg:mm “,
3.1 Monoclonal @nhfigody CD10 (Immupotech, France)

szwﬂ%ﬂs’@ﬁq B WENS

8.3 Dy bead M-450 CD19 gPanB) Dynal orway)

ARAINTUININGAY

4. Reaf§ents for RNA extraction

4.1 TRIzol LS reagent (GIBCO, USA)

4.2 Chloroform (Merck)

4.3 Isopropyl alcohol (BDH Laboratory Supplies, Germany)
4.4 Absolute ethanol (BDH Laboratory Supplies, Germany)



5. Reagents for cDNA synthesis (Promega)
5.1 Oligonucleotide(dT),, primers
5.2 Nuclease-free water
5.3 ImProm-Il ™ 5X reaction buffer
5.4 Magnesium chloride

5.5 Deoxynucleotide triphosphates (dNTPs)

5.6 Recombinant RNasin® Ribonuclease Inhibitor

5.7 ImProm-Il ™ Reve se, Tra

5.8 RNA templatess

7. Reagents for Sodthe

7.1 T, kinase

7.2 10X Kinase buffer (New England Biolabs)

g} ATPQ’Anershamphama(tﬂBaotech

bbbl g5 ea Hé mm

7.5 Natunzmg solution (1.56M NaCl, 1 M Jdis

A ARIBIUNNLINBIAY

7 7 10%SDS (Sodium dodecyl sulfate 10 g)
7.8 10%Sodium-N-Lauroylsarcosine (USB) filtrate
7.9 Blocking reagent (Salmon sperm DNA)(GIBCO)

8. Reagents for electrophoresis

8.1 Agarose, molecular grade (Promega)
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8.2 Ethydium bromide (Sigma, USA)

8.3 6X loading dye

8.4 50X TAE (242 g Tris base, 57.1 ml glacial acetic, 100 ml 0.5M EDTA
pH 8.0) add H,O until 1000 ml)

8.5 100 base pair DNA ladder (Biolabs)

AU INENTNEINS
ARIANTAUNNING1AY
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APPENDIX C
OLIGONUCLEOTIDE PRIMERS AND TARGET GENES

1. Partial human TEL mRNA, (GENBANK Accession number U11732)

481 gaagaagata actgtgtcca gaggaccccc aggccatccg tggataatgt gcaccataac
541 cctcccacca ttgaactgtt gcaccgctcc aggtcaccta tcacgacaaa tcaccggcect

601 tctcctgacc ccgagcagcg gcccctecg acaacatgat eccgeccgeccete

661 tccccggctg agagagctca agaacaacca ccaggagtcc

721 taccctctgt cagtgtctcc cagecgtaete

cgagtcccac
781 ccgaagccat ccagcccccgs gcccagecee

841 atcatgcacc ctctgatc ttcaaaca gtccaggctc

901 tccgaggacg ggctgcata ofe 90 jacoeacabet ctcatcg ggaagacctg

961 gcttacatga accacatca e slele cet dagagcacgc catgcccatt

1021gggagaatag cag e

2. Partial human AML7 mRNAMGERNBANK Adce! b8 U19601)

=----Dreakpoint---------- I aa

61 tgcatacttg Cgatg ccagcacgag ccgccgctte

121 acgccgcctt ccaccgcgct a8 Crelc: e g.29gcgttgce gctgggcgcec

181 ccggacgceg geget é;;;:'?'?'“;"f—, | _Ctgaggagcg Icgau catggtggag

241 gtgctggccg acca y;_ ESedaact t eetetygetee

301 gtgctgccta cgcact g ctgcae gecca s‘"f tttcaa ggtggtggcc

361 ctaggggatg ttccagatgg cactctggtc actgtgatgg ctggcaatga tgaaaactac

ﬂﬁﬁf’?ﬁﬁﬂ“ﬁwmﬁ‘f

Figure 20 Partial TEL -AML1 fusion mRNA¥nucleotide seguence. 1 is TEESIprimer, 2 is

TELpr.mer%W@ aNAITUHNTINETAE
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3. Homo sapiens Interleukin 3 (colony-stimulating factor, multiple) (IL3), mRNA.

1
61
121
181

cagagcccca

gcctgccegt

cccagacaac

taacacactt

241 accaagacat

301
361
421
481
541
601
661
721
781
841
901

Figure 21 1L-3 mRNA nucleotide
is IL-3 EX5 primer.

ctgtcaagag
gtctgceect
ggaatgaatt
aacagacgac
ttctcaccac
ctctcacaca
taattatcta
tEtatcetd
gtgtgaactg
gagtggggtg
gtgagaataa

cgaaggacca
cctgcteety
gcccttgaag
aaagcagcca
tctgatggaa
tttacagaac
ggccacggcc

ccggaggaaa

tttgagccte

agagcctcgg
ttccaggac
atttc e a
ttgagac
tattta®cy
gggagca

actagactc

(GENBANK Accession number NM_000588)

gaacaagaca gagtgcctcc

ctecaactec tggteccgece
acaagctggg ttaactgctc
cctttgectt tgctggactt

aataaccttc,gaaggccaaa

L
.‘-I

-.-!!!.I

gt ctgaaacc

tgccgatcca

cggactccaa

aacatgagcc

gctcccatga

taacatgatc

caacaacctc

gatgaaatta
aatggggaag

cctggaggca
tcttaaaaat
ccatatcaag
ccttgagaat
cagctcgt

gcggtt
Batttattt

Netdettctge

Wactggttc

o

A

AULININTNEINS
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ttcaacaggg
cteectgeecat
gacggtgact
gcgcaggctc
tctetgggee
tctgggtcat
gatgaattgt
gtgttctcat
attgcctgga
aaaaaactca

ctagggatgt

1 primer, 2 is IL-3 EX2 primer, 3



4. Human T-cell receptor gamma-chain mRNA.

1
61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961

tggtccetrtt
ctagettitec
gtcaccaggc
ttctacatcc
gacgtctcca
catacaccca
ggggtctatt
acaacacttg
tttetteett
gagaaatttt
ctgggatccc
ttaacggtgc

ccttccaagg
tgtctcctge
agactgggtc
actggtacct
ccgcaaggga
ggaggtggag
actgtgccac
ttgtcacaga
cgattgctga

aataaaaacg
gtggatccca
gacaattggt
tattacacgt
tgtctgctta

1021lcaaggaggcc

reverse primer.

gaagaacayg

atcttttecj

cccccgagag
cagtcagaaa
atctgctgaa
acaccaggag
tgtgttggaa
ctggatattg
ctgggacagg

66

(GENBANK Accession number Y00790)

gaaggcatgc
tettceaact
atcacttgcg
gggaaggccc
tcaggactca
agactgcaaa

cecocgectta

ggtgggccct
tggaagggag
atcttactgt
cacagcgtct
gtccaggaaa
atctaattga
agaaactctt
Ettceccecaa
gaacatacct

aaaagaagag

gaca catacatgaa

q‘atcgtcag
aaagacaga

ey

acaat

i0ctcacaaa

gccat

idit cataaca

agcgtccccg

ﬂ‘UEI’EI'VIEWI‘iWEI’]ﬂ?
qma\mmum'mmaa

agtggtgctt
aacgaagtca
aacaaatacc
tctgtactat
gtattatact
aaatgattct
tggcagtgga
gcccactatt
ttgtettctt
caacacgatt
atttagctgg
acatgagaat
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ggatcccaaa
cacctctgca
catcacctgc
gacggtggca
aattcaaggt



5. Homo sapiens recombination activating gene 1
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agagggcaag
accaaattgc
cagcatggca
gcacccacat
aaagacacct
ggagcaatct
attgttaaaa
caaagcgatc
agctgatgag
ccttttacga
ccggatcgat
ctggagcatc

Figure 23 Partial

RAG1 reverse primer, 2 is qligoatic

gagagagcag

agacatctca

accession number NM_000448)

agaacacact
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mRNA. GENBANK
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tcccgaggaa

g, as a probe in detection
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6. Homo sapiens complement receptor 17 mRNA. GENBANK accession number
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Figure 24 Partial CR1

XM_114735)

aaactgtgag
cggctggctt
catggcgcct
tctggcggcc
gcttccattt
tctgaactat
aaactcagtc
agatcctgtg
atattcttgt
aggcaacact
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reverse primer.
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ctteceetget
ccgcgcecgcet
ctgggttgct
tcccggaatg
ttgggacata
tctgcctaaa
gtaatcctcc
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gcatcatctc
tttgtgggcet
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ttgagcttgt
ggagtggccc
atggaatatt
ggtgtcagcc
aatgggagcc
atgctgagcg
gctgtgagcc

actggagccc

ard primer, 2 is CR1
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7. Homo sapiens protein kinase C, mRNA. (GENBANK accession number NM_002738)
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agcgggcgceg
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gagggcgagg
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tttgtggtge
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ggggatgaaa
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cgacagggac
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ggcacggacey

gtcctcatig

tcagatccct

caaacagaag
atttcagctg
tttgaccagc
agccagtgtt

1021gcctgtgcca

1081lcaagatcagt

Figure 25 Partial PKC mRNA

reverse primer.
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cccgggtgca
cggccccggg
ctgcggggcc

ccctceggcea
agcagcccac
tccagtgcca
cctgecctgyg
agatccacac
tcatccacca
tgaatgttcc
aggcccacat
ctatggaccc
aaagtgagag
agacatttag
gggattggga
aacttcagaa
acttcaatgt
ttgagagggc

tctccaaatt

PKC forward primer, 2 is PKC



8. Human beta-actin mRNA. (GENBANK accession number X00351)
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ttgccgatcc
cgctcgtegt
cccgggeegt
tgggtcagaa
tgaagtaccc

accacacctt
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ctggcattgc

1021ltcaagatcat

Figure 26 Partial B-actin mMRNA

actin reverse primer.
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gatatcgccg
gacgatgccc
atggtgggca
atecteacece
aaaatctgge
ctgctgaccyg
tttgagacct
gectetggce
cecatctacy
gacctgactg
gccgagceggg
gagcaagaga
gacggccagg
ccttecttce
aagtgtgacg
accatgtacc
acaatgaaga

tccatcctgg

is B-actin forward primer, 2 is B-
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APPENDIX D

Table 6 Target gene expression in TEL-AML1 positive ALL.

No IL-3 TCRY RAG1 CR1 PKC
1 + + + +
2 + + + +
3 + + +
4 + ”W + +
5 + +
6 + =

7 +
8 +
9 -

+ , target genes are express ‘. oy

-, target genes are not gXppessed
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Table 7 Target gene expression in TEL-AML1 negative ALL.

No IL-3 TCRY RAG1 CR1 PKC
1 +

2 + + + +
3 + + + +
4

5

6

rd

8

9

10

11

12

13

14

24 + + + + +
25 + (i
26 + + +
27 + + + +

72



28 + + + = +

29 + s + +

30 + - + + +

+ , target genes are expressed

— |, target genes are not expressed
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