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EAER: 5pl

A DNA 104 bp A
Eppendorf RealMasterMix

400 nM CFG450/BHQ-1 400 nM 50
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G469 bp DNA Promega 3 10
Eppendorf RealMasterMix SYBR Green |
300nM 45 M
THER: SYBR Green |
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=1.01 =0.994
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Eppendorf RealMasterMix SYBR Green |
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85 -95
50 pl SYBR® Green PCR
1.6 TagMan®
2.00
TagMan 50 pl 25 pl 10 pl 20l
25yl
0.75 0.32 0.15
0.20 0.10 0.04 1
1.80 0.90 0.36
PCR 20 l
2.0075
25 pl
SYBR Green 50 pl 25 pl 10 ul
0.75 0.32 0.15
1.60 0.80 0.32
1.6075 0.8032 0.3215 C
t
1 PCR 1
Eppendorf
25l 10wl epMotion® 5070
20 4,016 1,608 2,408
96 1 19,076 7,716 11,360
288 3 57,830 23,148 34,682

2 SYBR Green PCR 250 /
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Thermomixer

cDNA @ PR-10
W)
DNA PR-10
cDNA  cRNA
50 ml
cDNA
Oligo(dT) 5’
cDNA B PR-10 Oligo(dT)
11 PR-10 cDNA
class10 PR-10 cRNA

wRF T %
IVT Affymetrix Santa Clara CA USA
42 11 PR-10 cRNA
6 28 bp
Spot-Array 24 PerkinElmer® Life and
Analytical Sciences Wellesley MA USA 8 cRNA cRNA
SCHOTT Nexterion® Slides E 900 ul 2x MES 94.5pgBSA 79.2 ug
Schott Jena Germany DNA Whatman Schleicher & Schuell
Keene NH USA
30min 120
0.1% Triton X-100 (5 min), 1 MM HCI (2 x 2 Eppendorf Thermomixer comfort
min) 100 mM KCI Thermoblock 1 45
16 500 rpm
Thermoblock
Nexterion Blocking 50 15 min
Chomczyn’ski  Sacchi B4
RNA 2M LiCl RNA
cDNA A
4B Oligo(dT)
1 Thermomixer
comfort
PCR

Affymetrix GeneChip® Expression 3’
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Affymetrix 1] Cy3 ScanArray® Express PerkinElmer®
Life and Analytical Sciences
ScanArray Express
Adaptive Circle quantification

AT EEEE NN

2 Eppendorf Thermomixer comfort cRNA A
8 A B cRNA B PR-10 cRNA
LFRIITIe
A cDNA Oligo(dT) Thermoblock
PR-10 mRNA
PR-10
B
PR-10 cDNA cRNA A
PR-10 cRNA B

1" Aharoni, A., Vorst, O., DNA microarrays for functional plant
genomics. Plant Mol. Biol. 48: 99-118, 2001

21 Handschuh, L., Femiak, I., Kasperska, A., Sikorski, M.M.,
B 2 B Pathogenesis-related proteins of subclass PR-10.2 in yellow lupine
- comprehensive analysis. Proceedings of the Xlith International
Congress on “Genes, Gene Families and Isozymes” , Berlin 2003

A cRNA cRNA

B Chomczyn’ ski, P., Sacchi, N., Singlestep method of RNA
isolation by acid guanidinum thiocyanate-phenol-chlorophorm
extraction. Anal. Biochem. 162: 156-159, 1987

RT-PCR PR-10 M- Ji W., Zhou W., Gregg K., Lindpaintner K., Davies S., A method
for gene expression analysis by oligonucleotide arrays from minute
biological materials. Anal. Biochem. 331: 329-339, 2004

PR-10 51 Affymetrix Inc. GeneChip Expression Analysis, Technical
Manual

€% Luiza Handschuh,

Agnieszka anier’)ko, Wiestawa Whoszczak,
Michat M. Sikorski & Marek Figlerowicz;
Institute of Bioorganic Chemistry,

Polish Academy of Sciences, Poznari, Poland
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SYBR Green | PCR PCR Eppendorf
Mastercycler ep realplex PCR Impluse PCR
SYBR Green | PCR

Mastercycler ep realplex #5 SYBR Green | &%t E 2 PCR LRI

PCR PCR 12
Mastercycler ep realplex
1-20 1-24

Mastercycler ep realplex

Mastercycler ep realplex 96 PCR SYBR Green | PCR
12

B At EETHRERI S SLEE PCR KA

S

RealMasterMix PCR SYBR 12
Green | B 5ng DNA
Mastercycler ep realplex NTC
24  44-68 1 PCR 95
2 95 15 44-68 30 68 60

40
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Well position 1 2 3 4 5 6 7 8 9 10 11 12
Annealing 441 44.7 46.2 48.6 51.4 54.6 57.8 61.0 63.8 66.0 67.4 67.8
temperature (°C):
Mean C: 28.5 28.7 28.1 26.9 25.6 25.0 24.3 241 24.0 23.9 241 24.4
Specific PCR product: - - (+) + + + + + + + + +
Nonspecific + + + +) - - - - - - - -
PCR product:
1 12

3 48.6
1-3 =) "_JI
SYBR Green | {
PCR |
' e
1 2 B I - al; :' |
7-12 o i ,-'I ]
3 Ct ¢ e I AT T
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1 10-12
2 beta PCR
C 2 10 PCR Ct
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12 C, - r'
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Green | PCR == - :
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PCR Impluse PCR
Mastercycler ep realplex S ,
PCR PCR 6 /S, Impluse
PCR
8 /S
Taq PCR
SYBR Green | PCR SYBR
Green |
PCR SYBR Green |
PCR 3 SYBR Green | PCR
2
Mastercycler ep realplex S , Impluse
Eppendorf
PCR SYBR Green |

PCR

LE Y

bElss-dipuEuRasaRRzan RN

Temp.

3 Xf SYBR Green | i£5 X EE PCR LI {TIAME M L& 517

Blue = Impulse PCR Red = Standard PCR
1 —41HEK PCR#ERF 100

PCR %0
80
70
60
50
40
30

20
Time

4 Impluse EEEERES BHIREREREL
Impluse X
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2 RZBERRBIKER
A PCR B PCR B A
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Eppendorf
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PEG Mentha piperita Piperita
multimentha Mentha piperita Piperita mitcham
Mentha suaveolens Ehrh

SH Eppendorf Multiporator
SH
2A Eppendorf
SH 0.2 mm 250yl Eppendorf
SH 0.2 mm 2B

Hybrid

E33 E47 o 2B Eppendorf
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Sato (3]
5.0-9.0x10°
0.7M
250 pl
DAPI 4 6-Diamidino-2-
Phenylindol 4B

I0A

iodine acetamide

”

[V/em]= v/ [em]
HEZI SR B E
"
;‘.4.!
15-3V 0.5V ¥
2 a0
25V
o
1.5V
3 Sato L .«
L7
3 M. Piperita  Piperita
mitcham.
15V x200
30-60s 10s
40s

Fk iR EFEE

Ec=Vc/(0.75xd)

Ve 22 Vv V]
d [em]
d
25 pym 533.33 V/cm
1066.7 V/cm 0.2 mm
213V 25V
T n
‘8" 2
9 6-7
25 s 2
1
U ~15V 40's
um V 25 s 2x
U“~1.5V 40's
1 50ps +1
2 25ps +2
3 20ps +3

Rk i B IR B9 RE

750 - 2,500 V/cm 8

“ ”

DAPI

~

4A
4B

transmitted

DAPI

x200
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150V 170V 2
82% 81%
U ~75V 40s
25% - 24%
U mi70Vv 25 ps 2x
U“~75V 40s
Optimization of
fusion parameters
100 o U ~75V 40s
[
80 ° l. um V 25 s 2x
o0 o U= 7.5V 40's
60
40
[
20 an 5B g
|
0 ‘ ‘ ‘ ‘ ‘ ‘
0 S0 100 150 200 250 300 1 Power, J., Cummins,S.,Cocking,E.(1970). Nature 225:
Voltage (V) 1016-1018
@ vitality (%) B Fusion rate (%) # Carlson,P.S., Smith,H.H.,Dearing,R.D.(1972). Proc Natl Acad
Sci U S A 69(8):2292-2294
1 M.Piperita  Piperita mitcham. B Galun, E.,Aviv, D. Perl, A.(1994).In: Biotechnology in Agriculture
and Forestry, Somatic hybridization in crop improvement, Vol.27,
Bajaj Y.P.S.(Ed), Springer-Verlag,Berlin,Heidelberg: 167-182
” M Grosser,J.W., Ollitrault,P.,Olivares-Fuster,O.(2000). In Vitro Cell
B Dev. Biol, Plant.36:434-449
1 Brewer,E.P., Saunders, J.A., Angle, J.S., Chanery, R,L.,
Mecintosh, M.S.( 1999).Theoretical and Applied Genetics 99:
761-771
6 Kao, K.N., Michayluk, M.R.(1974).Planta.115:355-367
1" Zimmermann U., Scheurich, P.(1981). Planta. 151:26-32
Bl Cheng, J.,Saunders,J.A.(1995). In Methods in Molecular Biology,
16-27%, 97% Vol. 55: Plant Cell Electroporation and Electrofusion Protocols
6% Edited by: J.A.Nickoloff Humana Press Inc., Totowa,NJ
81 Saunders, J.A.,Bates,G.W.(1987) In Cell Fusion(Sowers,
A.E.,ed.), Plenum, New York:497-520
191 Fjsh, N.,Karp,A., Jones,M.G.K (1988) Theor. App;.Genet.
76:260-266
11 FNR-Fachagentur Nachwachsende Rohstoffe e.V. Plenum,
New York:497-520.
21 Smith, M.A.L. McCown, B.(1982/1983). Plant Sci.Lett.28:
Phytowelt Green 149-156
Technolodies GmbH 19 Sato, H., Enomoto, S.,0Oka,S.,Hosomi,K.,Ito,Y.(1993). Plant Cell

Reports, 12:546-550

04 Sato,H., Yamada,K., Mii,M., Hosomi, K.,okuyama,S., Uzawa, M.,/
shikawa H.,Ito,Y.(1996). Plant Science 115:101-107(7)

1  Ellen Nissing & Andreas Miiller,
Phytowelt GreenTechnologies GmbH, Nettetal, Germany
Natascha WeiB, Eppendorf AG, Hamburg
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RNA
HT-29

FLIP,

HE
FLIP, siRNA siRNA FLIP, mRNA
HT-29 FLIPL  Fas HT-29 Fas
FLIP,  FADD-like IL-1B converting enzyme inhibitory
HT-29 protein
siRNA RT-PCR Burkitt
FLIP, mRNA RNA N caspase-8
AnnexinV HT-29 DED C caspase
Fas
siRNA FLIP, mRNA FLIP, RNA
65.02% small interfering RNA, siRNA
24h 48h 72h Fas
siRNA  HT-29
W &
Hypo-osmolar Eppendorf ImProm-
™ Promega
HT-29 Fas Annexin V-FITC Beckman
Coulter Eppendorf Multiporator PCR
siRNA Perkin Elemer GeneAmp PCR System 9700
FLIP, 20nt  siRNA Beckman Coulter EPICS-XL
| T 19 nt
siRNA BLAST
Fik
RT-PCR
FLIP_ HT-29 0.5%
5" -ACCGAGACTACGACAGCTTTGTG-3 RPMI 1640 108 800
r/min 800 pL Hypo- osmolar
5’ -CAATGTGA AGATCCAGGAGTGGG-3’ 25 min SiRNA
429 bp 1 5-10 min 6
3 2.5mL 15%
B -actin RPMI 1640 37 4h
5’ -ATCATGTTTGAGACCTTCAACA-3’
HTLV- 1 Tax

5’ -CATCTCTTGCTCGAAGTCCA -3’
318 bp




1 HT-29
HT-29
siRNA 19~20bp 100 nM
4 mm 800 pL
90 mOsmol /kg
500V
70 pys
#R
RNA
RT-PCR
siRNA-H FLIP, mRNA
siRNA FLIP, mRNA
65.02% 24h FLIP,
mRNA
48h 72h  FLIP_ mRNA 2
2 siRNA  FLIP, mRNA
(%)
8.61
7.12
24 h 35.47
48 h 65.02
72 h 59.31
i
FLIP,
caspase-8 Fas
FADD caspase
Fas TNFR-1 DR5 TRAILR
Eppendorf Multiporator
FLIP, siRNA HT-29
mRNA FLIP, Fas
FLIP_  siRNA mRNA
100 nM  siRNA 48 65.02%

PCR 24 48 T72h PBS
RNA PCR 94
3 min 94 45s 65 45s 72 2min 35
72 7 min
Fas

37 16 h 5x10° 5L
Annexin V-FITC 5 pg/mL 25puL PI

250 pg/mL 10 min
HT-29

HT-29 RNA

]

1 RNA HT-29 Annexin V
a b siRNA
HTLV-1 Tax  siRNA-H
RNA
siRNA FLIP, mRNA
RNA Fas
FLIP,

Fas
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