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Duplex-PCR:

stx1-Sensitivity

J Channel [640/5830] ~ Color Compensation [On) ~ Program (2] ~ |J Advanced

[<]<]<

19 MegKontolle E-coli
20 MeqFKontrole EHEC I

v
|
Meq Kontrolle EHEC
[ ] Pios Kontralls EHEC I
W 1z 1009/08
B 13 100/08
B 14 1011/08
15 1012/08
B 16 103/08
W 17 1408
B 12 105/08
|
|

HEE

n=3

Positive
Positive
Positive
Positive
Positive

Positive
Positive
Megative
Hegalive
Hegative

copies: 0,1

0,1

1657
2216
26.00
2953
31.92
3316

Samples Call Results
Include | Colar| Pos | Mame Target P | Scoe
[ ] 1 trolle EHEC | Pozitive 2292

5.00
5.00
5.00
-5.00
-5.00
-5.00

Fluorescence (640/530)

Amplification Curves

0.25
0.24
0.23
0.22-
021

0.2
015
015
017
016
015
014
013
012
011

0.1
005
0.05
007
0.05
005
0.04
003
0.02

0.0

o

202

122 232425 2527 28 293031 32 3334 35 363733394041 42434445 454743 4950

Cycles
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Duplex-PCR:

stx2-Sensitivity

J Channel [705/530] ~ Color Compensation [(On] ~ Program [2] - |J Advanced

X

Poz Kontralle EHEE Il Positive

1003408 Positive
1010408 Positive
1011408 Positive
1012408 Positive
1013408 Positive
1014408 Positive
1015408 Hegative
Meq Kontralle E-col Hegative
Meg Faontrolle EHEC 11 Hegative

n=3

copies: 1
0,1

16.439
2215
28.97
29.44
31.74
32.73

Samples Call Results
Include | Color| Pos | Mame Target CP | Scoe
[ ] Pos Kontrolle EHEC | Poszitive 21.40 5.00

-5.00

Fluorescence (705/530)

Amplification Curves

0116

01114

0106

01014

0.096

0.0914

0055

0.081

0.076

0.0714

0,065

0.061

0.056+

0.0314

0.045

0.041

0.036

0.031

0.026+

0.0214

0.0164

0.011

0.006+

0.001+

s 232425 252?’28 293031 32 333435 353?38 394041 42434445 454?48 495

Cycles

NRL E.coli/VTEC/Sc
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eae-Sensitivity

Qualitative Detection [2007.03.29_CC_EHEC]

<Jefaf<faf<f<]<

=3

copies: 0,1
1

J Chanrel [640/530] ~ Color Compensation [On] = Frogram (2] + |J Advanced
Samples Call Results

Include | Color| Pos | Wame Target CP | Scoe
[ ] 1 PozKontolle EHEC | Poszitive 2292 5.00
W 2 1003408 Positive 18.37 493
W 3 1010/08 Positive 24.24 5.00
B 4 10108 Positive 28.45 5.00
B 5 1mzaos Positive 3213 5.00
W & 101308 Positive 36.63 5.00
B 7 1403 Positive 1.3 5.00
B 5 1508 Negative 1.73
9 MegKontrolle E-coli Megative -B.00
B 10 MegKonkale EHECI Megalive 2334
] Poz Kontrolle EHEC 1 Positive 2082 B.00

Fluorescence (640/530)

Amplification Curves

0.56

0.81

0.76

071

066

061

036

031

0.46

0.41

0.36

0.31

0.26

0.21

0.16

011

0.06

0.01

212

2 232425 262725 233031 32333935 3637 38 394047 424344 45 4647 48 4950

Cycles

NRL E.coli/VTEC/Sch
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E-hly-Sensitivity

Qualitative Detection [2007.03.29_CC EHEC]

n=3

copies: 10
1

J Channel (705/520] = Color Compensat COpen an object from the dallz?llsase {Chrl+0)
Samples Call Results

Include | Color| Paos | Hame Target CF | Scoes

] 1 Pos Eontroll: EHEC | Positive 21.40 B.00

| 2z 1009/08 Positive 17.03 5.00

B : 1moas Pozitive 2310 5.00

W 4 1108 Positive 2721 5.00

W 5 101208 Positive 3089 5.00

B 5 1308 Pozitive 34.35 5.00

W 7 1403 Positive 3813 5.00

| 8 1015/08 Paositive 3979 5.00

9 Meg Kontrolle E-coli Hegative 5,00

B 10 MegKontole EHEC| Hegative 500

B 11 Poskontalle EHEC 1 Positive 20.88 B.00

Fluorescence (T05/530)

Amplification Curves

043

041

039

037

0.35

033

0351

028

027

025

0253

0214

019

017

015

0135

011

0.09

0.07

0.05

0.03

001

232475 2627 25 2930 31 32 333435 3537 33 394

Cycles

NRL E.

4
CO

434445454745 4350
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aces!  Duplex-PCR: Specificity stx1 + eae

Qualitative Detection [ColorC2]

J Channel [640/530] ~ Color Compensation (O]~ Program (2] |J Advanced

Samples

Include | Color| Pos | Name

BEEERREREEREEREERERERREEREAERAEaR

Amplification Curves

0,159
0,154
0,149
0,144
0,139
0,134
0,129
0,424
0,119
0,414
0,109
0,404
0,099

& 0,034

£ 1 pzal

& 1,084

& o 7o’
0,074

5 0,069

T 0,064
0,059
0,054
0,045
0,044
0,039
0,034
0,028
0,024
0,019
0,014
0,009
0,004

1 2 345 67 8 910111213 141516 17 1519 20 21 22 23 24 25 26 27 25 29 30 31 32 33 34 35 36 3
Cycles




aces|| Duplex-PCR: Specificity stx2 + E-hly

e Detection [ColorC2]

J Chanrel [705/530] = Color Compensation (On] = Program (2] ~ |J Advanced

Samples

Include | Color| Pos | Mame
rirlle EHEC |

[<fefcf<falcfefafcf<f<fafcfcfclcfefafcf<]cfc]<]<]

Amplification Curves

0,045
0,047
0,045
0,045
0,041
0,039
0,037
0,035
0,033
0,031
0,029
0,027
0,025
0,025

0,021

Fluorescence (F05/530)

0,015
0,017
0,015
0,015
0,011
0,009
0,007
0,005
0,003
0,001

-0,001

lager



Validation: 10% E. coli O157 In

AGES ( 90% nonpathog. E. coli ©normEeN iso 16654)

Spike: 10% E. coli 0157 in 90% nonpathog. E. coli

8 pl after IMS with 0157 Dynabeads

8 ul after IMS with 0157 Dynabeads

8 pl from 250 ml mTSB o.n. 42°C, spatula

8 pl from 250 ml mTSB o.n. 42°C, loop

NRL E.coli/VTEC/Schlager



Jalidation: 10% O157 and 90% nonpathog.

BGES E. coli In minced meat &NorM EN IS0 16654)

NRIE E.col/VIHECISEager




Validation: spiked mTSB vs.
spiked minced meat

:_,T-'Lighttycler Software 4.05 - [17.10.08 Standardkurve EHEC ¥Yerdunnung Lebensmittel]

@File Edit Wiew Toolk Window Help

=8|
=181 ]

;:@F!un...

Qualitative Detection

@Anal}lsis... | éggpen...

J Channel [f05/530) = Color Compengation = Program [2] ~

@ Save

J Advanced

| @ Template.. ..;’;5 Fiun Macra

Samples

Includs | Color| Pos | Name

Pos Kontrolle EHEC |
AEB

3 AEY
4 AEE
5 AES
B AE4
7
8

HEE

RIS

AE3
AEZ
3 AE1
10 AEOD
11 A0
12 MEB
13 ME7
MER
15 MES
16 ME4
17 ME3
18 ME2
19 ME1
20 MED
21 MO
22 FE8
23 FE7
24 FEB
25 FEB
26 FE4
27 FE3
28 FE2
29 FE1
30 FEO
A OFO
32 Meq Kontrolle EHEC |

RIS

HE

3
SEEENEN EEEEENEEEEN NEEEEEEE
=

Amplification Curves

0223

0.213

0.203

0193

01635

0173

0163

0155

01435

0133

0123

0113

0103

0,093

Fluorescence (705/530)

0.0635

0.073

0063

0.055

0.043

0033

0.0235

10 15 20 25 30 35 40 45 =0

Cycles

v | Analysis Notes

EC/Schlager



Validation: spiked mTSB vs.
spiked raw milk

===
== x|

| [y Template... &4 Run Macro

{37 Analysis... ‘ £30pen...
Qualitative Detection
J Channel [705/530] = Color Compensation = Program (2] - H Advanced

Samples |
| Amplification Curves

&y Save £ Bieport

Include | Color| Pos | Name
Pos Kontrolle EHEC |

i spiked milk

spiked mTSB

Fluorescence (705530}

Neg Kontrolle EHEC |

Cycles

_>| | Analysis Notes

£ Front screen : {2 201008 MIF2/MBMI3. | {2 17.10.08 Standard... NRL ECO“/VTIEIC:/SChIager
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AGES

Duplex-PCR: stx1 Tm-Analysis

LightCycler Software 4.05 - [21.10.08 Nr.M939-951/08 EHEC]

@File Edit Wiew Tools ‘Window Help

=l x|
=1 x|

@Anal}lsis... | @Qpen...
Tm Calling [ColorComp_EHEC]

@ Save

aﬂeport

J Channel [640/530) = Color Compensation (On] = Program [3] = |J Settings ~ Display ~

| @Template... .ﬁ-‘Hun M acro

Samples elting Peaks

Include | Color | Pos | Name Tml | Tm2

<f<f<f<fafaf<ffcf)<

|
B 14 933
15 940
¥ W 15 9
W 17 946 G755
W 18 947 6774
W 19 348 67.83
B 0 949
21 950
B 2 951
B 23 NegKonStaau
B 24 MNegKonEHECI

Fluorescence (630/530)

-(d/dT) Fluorescence (640/530)

Melting Curves

65 70 75 50 55 50 55
Temperature (*C)

Melting Peaks

0.065
0.06
0.055
0.05]
0.045
0.04]
0.035]
0.03]
0025
0.02
0015
0.01]
0.005]
0.000

Stx1,  SIXT

40

g5 70
Temperature (“C)

* NRL E.cOliVTEC/Schlager



AGES
AL

Duplex-PCR: stx2 Tm-Analysis

J Channel [705/530) = Color Compengation [On) = Program [3) = |J Settings = Display =

Samples Melting Peaks

<] <) < <] <ff <] <)<

13
14
15
16
17
18
19
20
21
2

EYEYEY

Include | Color | Pos | Mame Tl | Tm2

bt 945 E7¥ B2
b 947 E7.40
b 948 E7 61
bt 349

b 950

b 951

k4 939

b4 930

Meg Kon Sta.au

Meg Kaon

Melting Curves

T T
40 45 a0 55 B0 13 70 75 a0 a5 a0 95
Temperature (°C})

Melting Peaks

0013
00124
00114

0.014
0.009
0008
0.0074
0.006
0.005
0,004
0003
0.0024
0.0014

-(d/dT) Fluorescence (705530}

-0.0014

StX,e  StX, * StX,. + StXyyae

a0 45 =0 =5 €0 B5 70 75

Temperature (°C) N Ralf_ ECOSI{“/VT EIUC/SCI’Qﬁ aaer




AGEs\;{ Escherichia coli - PFGE

12345672839
- L o L]

NRL E.coli/VTEC/Schlager



AGEs\;{ Oligonucleotide Microarray - Pathotyping

NRL E.coli/VTEC/Schlager

135
10
5
137
125
138
126
82
211
162
12
132
13
155
84
38

31
222
95
133

188
63

celb_10
celb_10

cba 10
cma_20
prob_ihfA_611
cnfl 20
prob_gapA 611
hp_iha_611
hp_IpfA_611
iss_10

cma_20
cdtB_40

cnfl 20
gad_10
hp_IpfA_611
iss_10
cdtB_40

gad 10
hp_saa 611
hp_saa 611
cdtB_50
cdtB_50
hp_espA_Crod_611
hp espA Crod 611

0,154942

0,149681

0,187948
0,124301



AGES

crl — Inter-laboratory study on VTEC
identification and typing 2008 — stx1

E Tm LG40 - Windows Bild- und Faxanzeige

=10l x|

B Light Cyeler Soltware 4005 - [1,12.08 Mr.A491-497,/08,M1 1 70-1171/08] ‘lﬂ K
(EEe gt Yow [ook Window e IS
|7 fyMew.  l@Run.  EZAnebsk . | SJOpen.  DEswe & oo L Tamplate . Es; Fun Macio
Tm Calling [CCX3.06.08]
'ﬁ | Channel [EAB/S30) ~ Color Compensation [On] = Frogram(3) = | Sefings = Display =
Inchuids Colr | Pas | Hams Tml Tm2 Melting Curves
#* M 1 PoskoEHECI EB.5E
£S5 [BEEEERTL ga2?
¥ W3 M
¥ W 4 MasvmE EB.54
K| FlOW 5 MAMAE
E ¥ W B MisE E8.43
¥ H 7 MasmE EB4B '
¥ W 8 MagE
- [ 3 M 1ITVE
% ¥ W0 MUTNAE
¥/ M 11 MegkoEcol
*/ B 12 MsgkoEHEC|
¥ M 13 PesknEHECH BT 3
#* W 12 Masae EB13 I
[ 15 M A2 55.94 ——
# W 15 M E373 B - —
# W17 MasaE 67.40
# B 13 WA BlE4  BEIA
[# H 13 M4Em
CIN £5.36 = & 2
v WA TIE
#* W 2 uMnnm
¥ W 23 MegkoE coi
¥ M 2% MegEcEMECI

Tempersture (“C)

75

NRL E.coli/VTEC/Schlager



crl — Inter-laboratory study on VTEC
identification and typing 2008 — stx2

AGES

3 Tm L 750 - Windows Bild- und Fazanzeige - |EI|5|
B Light Cyeler Soltware 4005 - [1,12.08 Mr.A491-497,/08,M1 1 70-1171/08] HE
(e Edt Yow Tock Window tsln -]
|7 fyMew.  l@Run.  EZAnebsk . | SJOpen.  DEswe & oo L Tamplate . Es; Fun Macio

Tm Calling [CC3.06.08]

"E | Channel [F0S/530) ~ Color Compensation [On] = Frogram(3) = | Sefings = Display =
: 5 ample: Melting Peak.s
Inchuids Colr | Pas | Hams Tml Tm2 Melting Curves
[ 1 PoskoEHEC| 728

M A5 A5 0413
M 4520 R
M 45308 7201
M 43408 7236 0
M 43508
M 456008 gum

D e O R e L P

M 45702
1 M1ITVE
10 MR 0063
11 MegkoE coli

12 MegkoEHECI etez]
13 Posko EHECHI 7 [ft i
14 M 4511 BAO5
18 M 4SRN 6723 005y
18 M433AE 5748 -
17 MAMAE 67.42

18 M 45548 0o
13 M4SEAE

20 MAsTAE

1M A1TE
22 M1ITIA8

23 MegkoE col
24 MegkcEMECH

F

HEEEEEEEEEEE
ENEVEEEEEVEEEEE S EEEEEEE

NRL E.coli/VTEC/Schlager




AGESI’( crl — Inter-laboratory study on VTEC
" 1dentification and typing 2008 — stx2f

773
M 43S g 9Ot 482 Y93 4gp vhT gsé Wi P SR AN P

Fripneme

“seessspspesss

NRL E.coli/VTEC/Schlager



AGES f

crl — Inter-laboratory study on VTEC
identification and typing 2008 — Intimin

E Tm I1,640 - Windows Bild- und Faxanzeige

l"l gl Cyeler Soltware 405 - [1,12.08 Sr491-497 /08 1 1 70-1171 /068]
(g Fie Edt Wew Took Window Help

=10l x|

=l8]x

=1%] x|

|7 £ M.

%

: JE)

L/

%]

| Channel (EAD/S30) = Color Comg

(gtrabsis | SY0pen. £ Sae
Tm Calling [CCX.06.08]

Bﬂrrrll

L3 Tamplate., E4 Fun Macro

jon [On] = Frogram[3) = | Setings = Display =

5 amples Maltrig Pasks
Irchade Color | Pas | Hame Tl Tm2
* W 1 PoskKoEHEC| E8.56
¥ W 2 MaE 68,27
¥ W 3 M

* W 4 Ma5308 B854
¥ W5 WA

¥ W 5 M4msim EB.43
¥ W 7 MR G848
F W8 M4

| 3 MR

I R TRk ]

[*] W 11 MegkoEcdi

[*/ W 12 MegKoEHEC!

¥| W 13 PoskoEHECI .33
¥ W 14 Mam/ma 833
ol 15 W ASEAE 55 44

¥ W18 Mame E373
¥ 17 MasE 67.40
¥ W18 M43sE 6264

¥ W 13 M4sEmE

¥l W 20 MeEAE 65.36
¥ M T

v W 2 Mnnmm

L B 23 HNegkoE col

¥ M 24 MegkoEHECH

NRL E.coli/VTEC

/Schlager



AGES f

crl — Inter-laboratory study on VTEC
identification and typing 2008 — E-hly

E Tm IL, 750 - Windows Bild- und Faxanzeige

B Light Cyeler Soltware 4005 - [1,12.08 Mr.A491-497,/08,M1 1 70-1171/08]
g Fie Edt Vew Took Window Help

=10l x|

=181 x|

|7 £ How..

s

PR

YU ENE N U E N EUEAE Y EENE A ENEH EAEEIIE

121

(FAnabsis | F0pen. £ Save & oo
Tm Calling [CC23.06.08]

| Channel [F0S/530) ~ Color Compensation [On] = Frogram(3) = | Sefings = Display =

L Tamplate . Es; Fun Macio

Samples

Melting Pk

Irchuds Cd:r|Pm|Nlm

Tmil

Tm2

&

1

WD w0 R e b P

0
1
12
13
14
15
18
7

13

PR

Pos-Ka EHEC|
M A5 AR

M 452003

M 453108

M 43

M 455,108

M ASEAE

W 4572

M 117008
AR
HegHo E coli
Megfo EHEC |
Puos-Ko EHEC Il
M 451 478

M 452108
MA433/08

M 43408

M 455,108
45608
MAgTAE

M 11T

M 117 08
Negbio E ool
Hego EMEC I

72.46

7241

67.38

67.23
E7.49
B7.42

059
3R

7236

NRL E.coli/VTEC

/Schlager
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AGES,; Stool directly vs. Enrichment broth

Qualitative Detection [ColorComp_EHEC]
J Channel [E40) = Color Compensation [On] ~ Program [2] - |J Advanced

Samples
Include | Color| Pos | Mame Amplification Curves

0.55
0.53
051
0.4
ik enrichment 641
0.43
0.41
o] stool 641
037
v 0535
0.33
0531
] [ ] Ernply Position 0289
(] Bl 20 Emply Position o ok
[l 21 Empty Position g 0254
Il B 22 Empty Position T 023
[ M 23 Emply Posiion E 021
[0 M 24 Empty Position E 018
[ M 25 EmplyPosiion & 0174
O B 26 Empty Position u_:|_ 015
[l 27 Emply Position '
O 28 Emply Pogition ik
Il 29 Emply Positian 0114
O B 30 Empty Position 0.09
[l B 31 Emply Position 0074
[l B 32 Empty Position 005
003
0.0
-0.014
-0.034
-0.054
-0.074
-0.054
-0.114
-0.13
123 4 56 7 B 310111213 14151617 18 13 20 21 22 23 24 25 26 27 28 23 30 31 32 33 34 35 36 37 36 33 40 41 42 43 44 45 46 47 45 43 50
Cycles NRL E.coli/VTEC/Schlager




