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GeneProof PCR kit

PCR kitys pol eGemmesRrnoof ur Len® pr o pdadtoegkenio
jsou zal oHeny namppnifmd&iage c 2slpeewiecklhv e RT €I
mi Kr oora ami ®enw2o0 nicErna gtawc ek amp | ipfriokd thru?z h
pol ymer 8zov®p&®ebt 2oV ®upelakic esslonuid az nuar LLee
k detekci patogena je znalena fluorof
kdet ekci I nt jee n2 MamidbferanaHEX)a r d u

GeneProof PCR kity

U vyuH?2eajrrol ogii oOhot starté mini mal i
maxi m8I| n2detekeenzi ti vi tu

U obs ahuiDNA-guryakcoi6lyD&y u kontr ol uj 2c? mo F
PCR reakce ampl.i fikalLn?2 mi produkty

U vGechnyt PCRr K e nDBNAprad ogetnanoddin o amp | |
pomoc?2 wunivers8ln2ho amplifikalLn?ho
i jsou uHivatel sky | eueazkuhavkuhv@steaMixwd s a h |
zkumavku pozi ti vn{p®dpadoifount,@mebmsSadu st al
kalibrd& n2 ch . kontr ol

Uj sou urlLeny pr dertifikaceMEVD)o di agnosti ku



Verze GeneProof PCR kitu ISIN a ISEX

VGechny PCR kity GeneProof obsahuj 2 1in
“wlinnit sl edov gt ombdRandlifkdcalp OB ipae n¥ t ak ®
Il zol aLln?lhot o m< epseasmdia rdde fjien o v &onstrukta Kk v a
plasmidwua insertyp ©i pr aveni cest anf8podeenonvo&hto Gemf
vyv2ij2z a prod8vsg dvri ez ®klIsadn2i G#a rkioammptoy
standardu:

PCR kit ISIN (Cat. NoPCR KitISIN /)
V t®to vari amtd&r nPCRs tkantduarjde sioul 8st 2 Z
Pomoc? t®t o varinabwitPgRreakceu | ze sl edovat

PCR kit ISEX (Cat. No.PCR kit ISEX/)

V t®t o varianti PCR kitu je i ntern2 st
Tuto variantu PCR kitu | ze vyuH?2t Kk
kontroly inhibice PCR se soulasnou mol
DNA.

Poi pouHit2 PCR kito obsahuj2c2che inte]
intern2 standard pd9idg§vsgn nd ©abl &tlkul ni
objemup 8i padl o vHdy 0, loBbkaHeh@®hn2thoPE€Rak

El ul n? 250 | 500 | 1000 | 2000 |
I nter n2 2501 501 1001 200 |
PCR kit ISIN PCR kit ISEX
v v

/nte:rna/ Standard
0, 10l I'S per
DNA isolation

purified DNA

|

3 0 MésterMix
+
10 DA

PCR amplification \
JOE

ccccccccccc Cycle number
PCR inhibition control PCRinhibition and 4
DNA isolati on efficiency control

\



Ng§vodpokugit?2 pGere3®Ot or
P92 prava reakce a programovs8n?2 po9?

Do z k u ma \B8&nyMapteédVixa a 10m I zol $ebolONDMAz i t i vn?

kontroly. Vdrsil eobjem r gadmln?Zk usnmiv &y uzavo?t
centrifugpwatsat rpodjaedgdn a madwat dl e sch®mat

1. Spustit software ahvl av n2 m o k n fAdvanceald protokolb@al o Hk u
Labeled Probe St i skNemot batk2t kCGR1L)pr ot okol

Obr. 1 VolbaPCR protokolu
Birewrun x|

Cuick Start Adwvanced I

Perform Lazt Run

SYBER Green[R]1

Dual Labeled Probe

| Quenched FRET

_ﬁ DM& Concentration Measurement
_)éi Huybridization

| Melt

%. = - Ratar-Gene Dema Kit

Hew

| ‘% Open & Template [n Another Faolder. . Cancel

i

Help

¥ Show This Screen ‘when Software 0pens



2. Nastavit Vst upnza g s morkmdew rRyn Wiz&8&8 s t r o |
Oznali t 360ell RotarkalNo Domed 0,2ml Tubes PokralLov
vprogramovs8n?2 Negxtqbn2)2 t | alL?2t ka

Obr.2Nast asempnh2xeh par.ametro po92stroje
i X

New Run Wizard

Welcome to the Advanced Run Wizard!

~ Rotor Type

72°well Rotor
GeneDisc [72-well)

Skip Wizard I << Back I Next>> I

3.Podl e poHadavku | aOpentariaNaes. Vikoloqe ni t
Reaction V azadatdde(Ob( QLB ok r a Lprvaagr avmo v 8 n
t | alRektk em

Obr.3Nast ase¢mfp n? c lprograanti a met r o
x|

Enter any additional
niotes for the rur in
this text box,

Thiz screen displags miscellansous options for the run. Complete the fields,
clicking Mest when you are ready to move to the next page.

Operator :

Motes ;

Reaction |4D =
“alume [pL): =]

Sample Layout:  |1.2, 3. e

Skipwizard | <<Back | Mewts» |




4. Naprogramovat P(OR. 4.)dUpraet PCRprograwo &k fnif |
New Run Wizardp o mo ¢ 2 EditlPafile2 t k a

Krok 1:  Zvolit profil Hold a nastavit teplotd 7 & C P misuty.
Krok 2: Pomoc? Inséertaditér t((New Hold at Tempermture)
zvolit profilHold . Nastavit teplotd 5 A& C Hl0an#ut.
Krok 3: Pomoc ? |Inskra adftértzvolg profil Cycling. P o mo ¢ 2
t | al &8 dTkia cycle repeatszadat45 Zadat parametr
Time Step
- Nastavit 1. krok program@BA Ga 15 aekund, zvolit Not
Acquiring.
- Nastavit 2. krok programi 0 AaC l4@sekund, stisknout
t | a LAcduiking to Cycling A a pomoc? Gi pek
Acquisition ChannelsFAM/Sybr a Cy5(pokud je k dispozici
aJOE.
- Nastavit 3. krok programi2 AaC 12Gisskund, zvolit Not
Acquiring.
-UkonlLit programovsg8§n?2 ORCR profi

Obr.4 Nastaven2? PCR progr amu

IR Edit Profile x|
Za s S = 7]
Hew Qpen  Save As Help

The run will take approximately 174 minute(z] to complete. The graph below represents the wn to be performed

H—MMAMMMMMLMML

Click on a cycle below to madify it :

Huold Inzert after... |
Hold 2

Inzert before... |

Remowve |

Thiz cycle repeatz 45 | time(z).
Click on one of the steps below to modify it, or press + or - to add and remove steps for this cycle.

Timed Step j _‘l LI

5 deq. for £ zecs

72 deq.
20 zecaonds
Mot Acquiring 72 deg. for 20 secs

MNomal Speed j B0 deq. for 40 secs

[~ Long Range
[~ Touchdown




5. Nastavit kalibraci Gain. & k nNew Run Wizard st i sknout
Calibrate. Vot e v ©e n Gnmto Gakn n(alibration Stup stisknout

t | a ICalibratecAcquiring

1st Acquisition Uz av ©2 t

Obr5.Nast aven?

Temperature

=

Calibrate All I Calibrate Acquiring I

a pot ® Redarnmt Galibmtioh Before

kali brace Gain

Mew Run Wizard i~ Calibration :

ﬁ Auto-G ain Calibration will read the fluoresence on the ingerted sample at

different gain levels until it finds one at which the Auorescence levels are
acceptable. The range of fluorescence you are looking for depends on the
chemistry you are performing.

Set temperature to |BD :II degrees

v Perform Calibration Before 15t Acauisiiors
Edit Frofile | [~ Perform Calibration At B0 Degrees At Baginning Of Run

Channel Set [~ Channel Settings

: .
\&Q Lalibrate.

Skip Wiza

Marme x| Add
Fam/Syb "

JOE ol [ amne | Tube Position | rin B eading | i ax Reading | Edit.. I
RO Ly

1 5FI 10F1
Cy5 FaM/ASybr 1 SFI 10FI Bemove |

JOE

1 5F1 10F1 Flemove &)1 |

6. Spustit PCR progranv.o k mMlew Run Wizard stisknoutt | aolNext. k
nNascsabhuvukeo® aampSamdicnzy t VvV a

Zkontrol ovat
spustit prog

Obr.6.SpuGt f n?2

ram. Ul oHIPCOrBOt ok ol

progr amu
x

) begin the un.

Sumrmary |
Setting | W alue |
Fiikd ASybr Gain 5
JOE Gain 5
Auto-Calibration Eefare First Acquisition
High Speed Rotor - On
Fiator 36-wiell Rator
Sample Layout 123 .

Once pouve confirmed that pour run settings are corect, click Start Bun to [[F Start Run |

Skip Wizard

{¢ Back

nast aClesebrsht i skem

t

do

a



7.Popsat vl (Hre/Po vuabothkelne? sppruoGt Ff € pr o
nalLte okno pro editaci V z 0Vvzk8ov.i sM yopslt
n a pouHit® nk&kbal ikaamntvineati vn? me t
Kvalitativn?2/kvantitativn?2 analTza d

Obr.77Popi s Wkl wHemk e
x

~ Settings :
Given Conc. Format : I '] (U8R Copies More Options l
~ Samples :

M | Ect | ResetDetout| Gradent |[[7)] 2] (5|

HID IName |Type |Gmups IGiver_A_l
1 Unknown Unknown | | |
2 Unknown Unknown
= 3 Unknown Unknown
4 Unknown Unknown
5 Unknown Unknown
6 Unknown Unknown
7 Unknown Unknown
8 Unknown Unknown

El

9 Unknown Unknaown | >
»
—Page:
Name : IPage1 < I > I New I Delelel

SkipWizard | <<Back |  Einish | FinishandLock Samples

8. Sti sknotbinisht | al2t ko



Vyhodnocen? detekce

~

Vyhodnocen? vT s | evdkgqor oPVGERs t d ent eej kdo@@?2 vjesed K rv
pouHi t2 PCR kitu prodkub®mi kabokunkwatit
vzor ko

Kvalitativn?2 analiza visledku detekce

1. Po ukonlLen? p rhoogr rna mAnalyise&nt of IZivito | ivt z § |
Quantification (Obr. 8.).

Obr.8VT bfr .anal Tzy
Analysis #]
2 Std Curves (Rel) | Other. |

[uantitation I b el

off Cycling 4.Cy5 [Page 1]
Cycling A.Fak Sybr [Fage 1
off Cycling 4.J0E [Page 1]

Show | Hide |
[T Aute-shrink window

2.Vz 8§l oS%lmpiaesnastAavi t hodnot yT zpur od. ekt vedklci
Mi ni m8I n?2 poHadovan® vzorky pro val
Pozi ti vné&Nekgoanttirvonl2®@bk®d.nt r ol a

Obr.9 9 Nastaven? pav8metHice Sampkesv

=
File Edit Security
— Settings ;
Given Conc. Format ; I j Unit : IEDpiES j More Optiors |
— Samples :
Megative Control - | @ |@| E:” | i |
C|ID |Mame | Type |Groups | Given Conc. | Selected | o]
1 Unknown Positive Control Tes
2| Unknowr Meqgative Contral Yes

10



3. Hodno pozitivh 2 ¢ h  wkinear kcale(Obr. 1Q).

Virodbperuluje pouH2t tepnb&ozpovsobh Noi
vpO2 p®dtf omnosti j asod noptoozui t Ctv p BE P&z
hodnocemeddmwatoalkk oCts vy GG2 nebbg.HcMd e do
bod 4).

a) Vybrat Cycling A.FAM/Sybr a Cy5 (pokud je kispozici) pro
kvalitativn? vpyolza d n ovene? BAelings A. 908 k8cl eu |
pro vyhodnocen? detekc&owntern?ho ¢

b) Zakliknout parame®ynamic Tube a Slope CorrectV & | o lghore
First navolitignore None.

c) V z § MardiSettingszadaiNTC 10.

d) NavolitLinear scale

e)Nastavit manu8lnif treshold vhad ®baz
L8sti grafick®ho zobrazen?2
Amplifi kace pozitivn2ho vzorKku

Vgr afi ck ®m ozZFAN/$ybrzae Cy3 (pokud je Idispozici)je
viditeln8 vzestupn8 koi vka ptabolde2 naj 2
pro vyhodnocen? | esePh&tkhk&UImotapdi Oa

Ampl i fi kace i ntern2ho standardu
Vgrafick®&m 2zObje gsidité mEZ3 przestupns k Qi v
manus8l nfr nast atve@md |l cter eprmo | ¢y lmodvnoc e
poi dazea@lan &t hodnot a

Obr.1Hodnocen? pozlLinearscalé ch vzor ko v

Poziworekn 2 Ne g a wzorgkn 2
M Quantitation Analysis - Cycling A.FAM/Sybr (Page 1) I [ 3] 4 Quantitation Al -0x
Jdresuts | [ Donaic Tuke | [ Sops ot ) St Fst | o Setns.. ”| J3Resuls || 7 by abe | 2 sope Cove: [ e st | e ettngs.
o Firo. o Flcro

0] 0]
0| i

1]
7 Threshold
!

0
| Threshald
!

ﬂ o 5 T g E 3 3 3 W Cyoe ﬂ M 5 Ty 5 T b T30 3 W oy
Adjust Scale, Auto-Seale Default Scale Log, Scale ‘ Adjust Scale. Auto-Sale Defaul Scale Lag. Scale ‘
|Name |T_I,I|:|e |Et | |Name |T1,I|:-e |Et
zample I rknown 30,06 zample Uk o

11



4. Hodnocen?

sl abtfr

dogzScale(Obrnld .k h

POi t omt o

vyhodnocen?
tento
t omt o

vzorky mus?

a) Vybrda Cycling A.FAM/Sybr
kvalitativn?
vyhodnocen?
b) Zakliknout paramet®ynamic Tube aSlope Correct V

pro

Zposob
zposobu

Zposobu

p Omoc?

hodnocen?
hodnocen?
avypnutyo !

bTt

First navolitignore None.

c) V z § MardiSettingszadaiNTC 10.

d) NavolitLog. scale
e)Nastavit
L8sti

Ampl i fi kace

Vpo92padr
(pokud je Idi spo
nastaventt
hodnotaCt.

Ampl i
Pr o h
ng8vod

Obr.11Hodnocen?:

Poziti vn?2

fi kace
odnoceartda rndue rmlz ahto?
u

manus8l n
grafick®ho

sl ab¥

zici)

hodnocen? ] e
Dakeas!|l abal pomohi v

treshol
Zzobrazen?z

vzor ko
mo Hn «

je povaHoignN
j € nutno

a Cy5 (pokud je Idispozici) pro
vy hodnocenCcling AJOEK c e
det ekc &hownt ernz2ho

zlgnbre Hc e

tivn2 ho

unp
dbelstel pgr a wyhodnoﬁé el pn8

i nt er

sl abf Lqgesalet i vn2 ch

n2ho

vzorekNegati vn?

standa rd
sgobef n

vzor ko

vzor ek

Horm. Fluoro

10423]

10025

Threshald
o /\

7

st s T

ﬂ'ﬂ

Adjust Scale. ., futo-Scale Defauk Scale  Linear Scale ‘

b T cyee 13

Marm. Fluara.

Threshald /\

/

| N arne | Tope | Ct

Mame

oo T w T o

| Type  |C |

zample [k romwn

40,74 sample

[Inknonn

12

prac

d vhad ®b a z

vzor ku
p oz ivgrafik ®my z v b o BAMESYDF QyEr 0
I di tel n§ vzest



5. Vyhodnocen?

FAM/Sybr

Fluorescency
o B N W b

2 8 1420 26 32 38 44 50

Cycle number

Fluorescency
o B N W N

2 8 1420 26 32 38 44 50

Cycle number

Fluorescency
o B N W b

2 8 1420 26 32 38 44 50

Cycle number

1
038
0,6
04
02

0

2 8 142026 3238 4450

Fluorescency

Cycle number

1
0,8
0,6
0,4
0,2

0

2 8 142026 3238 4450

Fluorescency

Cycle number

0,8

0,4
0,2

Fluorescency
=3
o o [

2 8 142026 3238 4450

Cycle number

VI Z

Cy5

Fluorescency
o B N W b

2 8 1420 26 3238 4450

Cycle number

Fluorescency
o B N W b

2 8 1420 26 32 38 44 50

Cycle number

Fluorescency

2 8 142026 3238 4450

Cycle number

Fluorescency
o B N W b

2 8 1420 26 32 38 44 50

Cycle number

0,8
0,6
0,4
0,2

Fluorescency

2 8 142026 3238 4450

Cycle number

0,8
0,6
0,4
0,2

Fluorescency

2 8 142026 3238 4450

Cycle number

pokud je k dispozici
' Postup

anal

oe Ge

~

Fluorescency

Fluorescency

Fluorescency

Fluorescency

Fluorescency

Fluorescency

n

zZy:
JOE

4
3 . .
2 Pozitiy
1
0
2 8 1420 26 32 38 44 50
Cycle number
1
0,8
0,6 . .
04 Pozitiy
0,2
0
2 8 1420 26 32 38 4450
Cycle number
4
3
2 Poziti
1
0
2 8 1420 26 32 38 44 50
Cycle number
4
3 . .
2 Pozitiy
1
0
2 8 1420 26 32 38 44 50
Cycle number
4
3
2 Negati v
1
0

2 8 1420 26 32 38 44 50

Cycle number

1
08
06
04
0,2
0

2 8 142026 32 38 4450

Cycle number

2 detekeesta 271

Nevalid
visl*de

dn2 ho vT

13
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Kvanti taanta lvin2za vékeel edku det

Kvant
T

ativn2 analfilza | e m2kow&dri rkav ann a t
anal !

it

zy

1. Po ukonlLen?2 p rhoogr rna mAnalyisz&nt of IZivto | ivt z § |
Quantification (viz Obr.8.).

2. Vz § | oSdropées nastavit hodnoty pro kvanta t i v n 2 anal T zu
Mi ni m8I n?2 poHadovan® vzorky pro val
reakce jsolKal i br a Ll n@o sloupoetypeozhdatStandarda do
sloupceGiven Conc.p®2 s| uGnou koncentracia vl oF
Negati vn?Obkl@ntr ol a

Obr.2Popis vzorko pro.kvantitativn?2 hodn

o
File Edit Securiby
— Settings ;
Given Conc. Format |1,23E+I]5 j T | opie kore Options |
— Samples :
| ENEETEENEE]
C|ID |Mame | Type | Groups | Given Conc, | Selected |«
1K1 Standard 1,00E+04 | ez _I
2/ K2 Standard 1.00E+03 | 'es
B Standard 1,00E+02 Yes
| N Standard 100E+01 ‘Yes
5 Megative control Megative Control Tez

14



3. Nastaven??2 koanmythdaanoowean)2 detekce (ODb

a) Vybrat Cycling A.FAM/Sybr a Cy5 (pokud je kispozici) pro
kvalitativn2 vyh®édmwo cStigkimgdhew ek ce p«

b) Zakliknout parame®ynamic Tube aSlope Correct V  zlgnbre Hc e
First navolitignore None.

c) V z § MardiSettingszadaiNTC 10.

d) NavolitLinear scale

e)Pro automati ck® vyhodnocAuonZ&inddet ek
Treshold.

Obr.13:Nastaven? kvantitat.ivn2ho vyhodnoce

Morm. Fluora.

032

0.1

T Threshold

ﬂ T 5 0 Mg B2 g 30 I35 Tan Cycle

Adjust Scale. .. Auto-Scale Defaul: Scale Log. Scale

t t t
1041 10402 1003 1004

Concentration
Poi kvantitativn2m hodnocen? visl ed
koncentracemr ozsahu dan®m kal i braln? k @i v k

ajKvantifikace vzorko mimo rozsah Kk
b) Vzorek jeh o Koncentracep ®es ahuj e hor n?2 me z [
rozsahem kajla brmwtlme rkaddevkiyt a st ar
c) Vzokysk oncentrac?2 ni AHG2 neH je dol n
kalibralmRal k®irgdjormriefG2 s jke n areorftnroa
kvanti fi kovat pouze orientalnt

d)Pro poepolet k ojednotky/do lalced eem om & ui =

postup | ze pouH2t n8sleduj2c?2 vzo
Koncentrace/ml = cVZ x EO
I
cVZ =koncentrace vzorkuve dnot k §c
EO =zvolenT elulLn2 obj
I = objem mat erizol&ilviml |

15



Ng§vodpokugi t?2 pGere 6(@Rotor-Gene Q

P92 prava reakce a programovs8n?2 po9?

Do z k u mats&nyMaptedVixa a 10m I zol $ebolONDMAz i t i vn?
kontroly. Visl edntT obj em nt eaklkmu?mas ky siuzay
centrifugovat, vIioHit do p92stroje a pl

1. Spustit software alvl avn2 m ok ni Advanaed a protokol§ | o Hk
Empty Run. Sti skhemot Pa L2t k&CR J)protokol (

Obr. 1 Volba PCR protokolu
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