FUJIFILM

(For Research Use Only) Code No. 290-85301 (100 tests)

QCdetect™ Residual DNA
Detection Kit for E. coli

[Introduction]
This product is a kit that detect and quantify residual genomic
DNA (gDNA) in vaccines, biopharmaceuticals, and other biologic
products by a method that use a fluorescence-labeled probe
(commonly known as the TagMan® method). It can detect and
quantify gDNA derived from Escherichia coli (E. coli) by
quantitative PCR (qPCR).
The unique formulation provided in the kit allows for highly
sensitive detection of trace amounts of gDNA contained in
samples. In addition, PCR solution is provided as 1 X PCR Master
Mix, which eliminates the need to prepare PCR solution prior
to use, reducing the chance of human error during preparation
and improving the work efficiency and accuracy of the test
results. The kit also includes template DNA and primers/probe
for use as an internal control, which can be used to confirm
whether the PCR was successful.
By using this kit in combination with the DNA Extractor” Kit
[Code No. 295-50201] sold separately, gDNA can be consistently
extracted and detected from proteins in biological products using
E. coli or solutions containing buffer components.

TagMan" is a registered trademark of Roche Diagnostics.

[Kit contents]
Reagent name Volume

1 xPCR Master Mix 1 mL % 2 vials

DNA Dilution Buffer (DDB) 10 mL

E. coli Control DNA, 30 ng/uL 40 uL

1 XPCR Master Mix contains a primer/probe set for detection
of E. coli-derived gDNA and a primer/probe set and template
DNA for detection of the internal control.

[Storage]
Store at —20C.

[Allowable number of freezing and thawing]
3 times

[Before use]

- Divide 1 XPCR Master Mix into small portions to reduce the
frequency of freezing and thawing.

- Conduct experiments in accordance with the laboratory
guidelines and with due attention to safety.

+ Wear protective gear including gloves and safety glasses during
testing.

- Thoroughly swab the tabletop and pipettes with ethanol
before testing.
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- Work in a place with the lowest possible risk of contamination
(e.g., inside a clean bench, safety cabinet)

- Prepare the reagents on ice.

+ Do not use TE or other buffers containing EDTA, as they
may inhibit PCR.

[Additional reagents and instruments required]

+ Real-time PCR device

- Vortex mixer

+ Microtube centrifuge

- Nuclease-free sterile water (e.g., Code No. 316-90101, Nippon
Gene)

- Micropipette and nuclease-free pipette tip
(Two micropipettes, 2-20 £L and 100-1,000 #L, can be used.)

- Nuclease-free 1.5 mL tube (DNA/RNA low adsorption product
is desirable)

- Real-time PCR plate and plate seal, or 8-strip tube for Real-
time PCR and tube cap

- Ethanol

[Fluorescent reagent of probe]

Reagent name Fluorescent reagent
E. coli Primer & Probe FAM
Internal Control Primer & Probe HEX substitute

[Usage]

*The protocol has been prepared in accordance with the standards
contained in the United States Pharmacopeia (USP). However,
please use this kit in accordance with your own protocol if
you have one.

[Usage 1 : Detection of gDNA using this kit from extracted DNA]
When the detection kit is used with pre-extracted DNA as
template DNA

1-1. Preparation of reagents

(1) Thaw the reagents in the kit on ice.

(2) Mix each reagents well with a vortex mixer, then spin
down with a microtube centrifuge.

1-2. Preparation of serial dilutions using E. coli Control DNA
(creation of standard curve)

(1) Prepare 6 nuclease-free 1.5 mL tubes and label them as
PC1, PC2, PC3, PC4, PC5, and NTC, respectively. NTC (No
Template Control) stands for negative control.

(2) Add 990 1L of DNA Dilution Buffer (DDB) to PC1.

(3) Add 900 uL of DDB to each of PC2, PC3, PC4, PC5, and
NTC.

(4) Add 10 uL of E. coli Control DNA, 30 ng/ uL (PCO0) to PC1
and mix well with a vortex mixer.

(5) Add 100 L of PC1 to PC2 and mix well with a vortex mixer.

(6) Add 100 uL of PC2 to PC3 and mix well with a vortex mixer.

(7) Add 100 uL of PC3 to PC4 and mix well with a vortex mixer.

(8) Add 100 uL of PC4 to PC5 and mix well with a vortex mixer.
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E. coli gDNA

Diluent :
concentration

Tube name

PC1 10 uL PCO + 990 L DDB | 3,000 pg/reaction

PC2 100 L PC1 + 900 L. DDB 300 pg/reaction

PC3 100 L PC2 + 900 L. DDB 30 pg/reaction

PC4 100 uL PC3 + 900 uLL DDB 3 pg/reaction

PC5 100 L PC4 + 900 uL DDB 0.3 pg/reaction

NTC 900 L DDB 0 pg/reaction

1-3. Addition of 1 X PCR Master Mix to Real-Time PCR plate
Add 20 uL of 1 x PCR Master Mix to each plate well.
(Do the same when using 8-strip tube.)

1-4. Addition of serial dilutions, NTC, and sample.

An example of testing four types of samples (n=3) is shown

below.

(1) Add 10 uL of serial dilutions, NTC prepared in 1-2. and the
samples to each well containing 1 XxPCR Master Mix as
shown below.

(2) Cover with a plate seal or cap.

1123|4567 ]8]|9]10|11]12

A

B PC1 Sample 1
C PC2 Sample 2
D PC3 Sample 3
E PC4 Sample 4
F PC5 NTC
G

H

1-5. Quantitative PCR (qPCR)

Place the plate in the Real-time PCR device and set up the
program shown below.

After setting up the program, start the reaction.

Step Reaction conditions
Hold 95C, 2 min.
Denature 95T, 15 sec. } 40 eycles
Annealing & Extension 60T, 30 sec.

1-6. Detection
Check the results in accordance with the device protocol.

1-7. Calculation of DNA content in the sample

Creating a standard curve with the software of the Real-time

PCR device is recommended.

When calculating by manual, use the following method :

(1) Create a logarithmic graph from the Ct value of the standard
(PC1-PC5).

(2) Calculate the approximate equation of the curve from (1).
Retesting is recommended if deviation from the following
indicators of the standard curve are observed :
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Condition Proper value

Slope of standard curve —-31to —38
R? value = (.98

Amplification efficiency 90% to 110%

Ct value of NTC = 38 or N.D.

[Example]
When the test results are as follows :

PC1 | PC2 | PC3 | PC4 | PC5
Input | Input | Input | Input | Input

pg/reaction 3,000 | 300 30 3 0.3
pg/reaction (Log) | 3477 | 2477 | 1477 | 0477 |—0523
19.327 | 22,617 | 25921 | 28.700 | 31.311
Individual Ct value | 19.161 | 23.208 | 25.828 | 28.688 | 31.250
19.174 | 22515 | 25.741 | 28.637 | 31.350
Mean Ct value | 19.220 | 22.780 | 25.830 | 28.675 | 31.304
NTC should be detected as N.D.

Positive Control

PC Input Standard Curve

35 4 y=-3.1956x +30.174
o R2=0.9974
30 q pcs . Amplification : 105.6%
pPCa N efficiency
25 1 PCc3 R
20 PC2 .
S PCl
15
10 A
5 -
0 T T T T !
-1.0 0.0 1.0 2.0 3.0 4.0
E.coli Control DNA pg /reaction (Log)
Condition Proper value | Proper result
Slope of standard curve | —3.1to —38 Acceptable
R value = (.98 Acceptable
Amplification efficiency | 90% to 110% Acceptable
Ct value of NTC = 38 or N.D. Acceptable

1-8. Interpretation of results
The WHOV and the FDA? have established the following criteria
for residual DNA during biopharmaceutical manufacturing :

Acceptable
Cell type amount of DNA
Non-tumorigenic cell lines 10 ng
Cell lines with retrovirus proviral sequence 100 pg

Calculate the amount of DNA remaining in the sample to confirm
that it does not exceed the acceptable amount.

In addition, it is recommended that the acceptable amount of
DNA be calculated under the condition where all results of the
standard curve are acceptable.
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[Usage 2 : When this kit is used with gDNA extracted with
DNA Extractor” Kit]

When gDNA is detected with this kit after DNA is extracted
with DNA Extractor” Kit [Code No. 295-50201].

2-1. Preparation of reagents

(1) Thaw the reagents in the kit on ice.

(2) Mix it well with a vortex mixer, then spin down with a
microtube centrifuge.

2-2. Preparation of serial dilutions using E. coli Control
DNA (creation of standard curve)

(1) Prepare 6 nuclease-free 1.5 mL tubes and label them as
PC1, PC2, PC3, PC4, PC5, and NTC, respectively. NTC (No
Template Control) stands for negative control.

(2) Add 990 uL of DNA Dilution Buffer (DDB) to PCI.

(3) Add 900 uL of DDB to each of PC2, PC3, PC4, PC5, and
NTC.

(4) Add 10 4L of E. coli Control DNA, 30 ng/uL (PC0) to PC1
and mix well with a vortex mixer.

(5) Add 100 uL of PC1 to PC2 and mix well with a vortex mixer.

(6) Add 100 uL of PC2 to PC3 and mix well with a vortex mixer.

(7) Add 100 uL of PC3 to PC4 and mix well with a vortex mixer.

(8) Add 100 L of PC4 to PC5 and mix well with a vortex mixer.
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PC5 Input |PC5 Extraction NTC

A
B PC1 Input |PCl1 Extraction| Sample 1
C PC2 Input |PC2 Extraction| Sample 2
D PC3 Input |PC3 Extraction| Sample 3
E PC4 Input |PC4 Extraction| Sample 4
F
G
H

Input : DNA solution prepared as described in 2-2.
Extraction : DNA solution extracted as described in 2-3.
Sample : Test

(2) Cover with a plate seal or cap.

2-6. Quantitative PCR (qPCR)

Place the plate in the Real-time PCR device and set up the
program shown below.

After setting up the program, start the reaction.

Step Reaction conditions
Hold 95, 2 min.
Denature 95C, 15 sec. }40 eycles
Annealing & Extension 60T, 30 sec.

E. coli gDNA

Diluent :
concentration

Tube name

PC1 10 uL PCO + 990 L DDB | 3,000 pg/reaction

PC2 100 xL PC1 + 900 uL DDB 300 pg/reaction

PC3 100 L PC2 + 900 uL DDB 30 pg/reaction

PC4 100 L PC3 + 900 L. DDB 3 pg/reaction

PC5 100 L PC4 + 900 L. DDB 0.3 pg/reaction

NTC 900 uL DDB 0 pg/reaction

2-3. Extraction with DNA Extractor® Kit

Perform the DNA extraction according to protocol #2 for the
DNA Extractor” Kit, using 500 uL of DNA solution prepared as
described in 2-2. and each samples.

2-4. Addition of 1 X PCR Master Mix to Real-Time PCR plate
Add 20 uL of 1 X PCR Master Mix to each plate well.
(Do the same when using 8-strip tube.)

2-5. Addition of serial dilutions, NTC, and samples.

An example of testing four types of samples (n=3) is shown

below.

(1) Add 10 4L of serial dilutions, NTC prepared as described
in 2-2. and 2-3. and the samples to each well containing 1 X
PCR Master Mix as shown below.
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2-7. Detection
Check the results in accordance with the device protocol.

2-8. Calculation of DNA content in the sample

Creating a standard curve with the software of Real-time PCR

device is recommended.

When calculating by manual, use the following method :

(1) Create a logarithmic graph from the Ct value of the standard
(PCI1-PC5 input).

(2) Calculate the approximate equation of the curve from (1).
Retesting is recommended if deviation from the following
indicators of the standard curve are observed :

Condition Proper value
Slope of standard curve —31to —38
R? value = (.98

Amplification efficiency 90% to 110%
Ct value of NTC = 38 or N.D.

(3) The amount of DNA in the sample is calculated by the
formula 10°**™ where Ct is the Ct value of the sample,
and m and b are the slope and intercept of the approximate
equation of the standard curve, respectively.

Retesting is recommended if deviation from the following
recovery rate parameters :

Condition Proper value
Sample recovery rate 50% to 150%
*Coefficient of variation < 30%

* The coefficient of variation is the standard deviation divided
by the arithmetic mean and indicates relative variability.
[Standard deviation when tested with n=3 % 100/mean]
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[Example] Condition Proper value | Proper result
When the test results are as follows : Slope of approximate equation | —3.1 to —38| Acceptable
it Cosi Iﬁg&t Iﬁggt Iﬁgfﬂ Iﬁgét Iﬁggt R value =098 | Acceptable
y - 2000 | 300 20 3 03 Amplification efficiency 90% to 110% | Acceptable
/pg re.actlz)lrll ) 3’477 o477 | 1a77 | 0477 0'523 Ct value of NTC =38 or N.D. | Acceptable
pg/reaction (Log lé 377 22’ oL 25' 971 Zé 700 | 31 '311 Sample recovery rate 50% to 150% | Acceptable
o : : : : : Coefficient of variation < 30% Acceptable
Individual Ct value | 19.161 | 23.208 | 25.828 | 28.688 | 31.250
19.174 | 22515 | 25.741 | 28637 | 31.350 2-9. Interpretation of results
Mean Ct value | 19.220 | 22.780 | 25.830 | 28.675 | 31.304 The WHOV and the FDA? have established the following criteria
NTC should be detected as N.D. for residual DNA during biopharmaceutical manufacturing.
Acceptable
Cell type
Positive Control | PCL | P2 | s [ pot [ Bos [ oo B : amount of DNA
OSIIVE LONLIOL | piraction | Extraction | Extraction | Extraction | Extraction Non-tumorigenic cell lines 10 ng
pg/reaction 3000 300 30 3 03 0 Cell lines with retrovirus proviral sequence 100 pg
pg/reaction (Log) | 3477 | 2477 | 1477 | 0477 | -0523 | - Calculate the amount of DNA remaining in the sample to confirm
18395 | 21.307 | 24513 | 27.790 | 30443 | N.D. that it does not exceed the acceptable amount.
Individual Ct value | 18371 | 21.393 | 24720 | 27424 | 30545 | N.D. In addition, it is recommended that the acceptable amount of
18446 | 21.377 | 24668 | 27503 | 30741 | N.D. DNA be calculated under the condition where all results of the
2590 | 320 32 30 0450 | - standard curve and sample recovery are acceptable.
Individual recovery 2635 300 % 39 0418 _
amount (pg) i - -
249 | 304 | 29 | 37 | 0363 | - [Related Product]
B 86.3% | 1065% | 1064% | 101.0% | 150.0% | — Code No. Descriptionr Size
Individuzl sovery g7 | 1001% | 917% | 1314% | 1395% | — 295-50201 DNA Extractor” Kit 50 tests
832% | 101.3% | 951% | 124.1% | 1212% | —
Mean recovery rate | g5e00 | 10p6% | 97.7% | 1188% | 1369% | - [Refere“?esl o
(%) 1. Knezevic, I, Stacey, G., Petricciani, J., and substrates, W. H. O. S.
Standard deviation | 24 34 7.7 159 146 - G. o. c.: WHO Study Group on cell substrates for production of
Coefficient of B biologicals, Geneva, Switzerland, 11-12 June 2007, Biologicals,
variation (%) 0.027 0.033 0.079 0.134 0.107 36, 203-211 (2008).

N. D. : no detection

PC Input Standard Curve

4.0

35 4 y=-3.1956x +30.174
o R2=0.9974
30 4 pcs . Amplification : 105.6%
pPCa N efficiency
25 1 PC3 .
20 A pc2 °
8] PCl
15 A
10 A
5 -
0 T T T T 1
-1.0 0.0 1.0 2.0 3.0

E.coli Control DNA pg /reaction (Log)
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2. Points to consider in the manufacture and testing of monoclonal
antibody products for human use (1997). US. Food and Drug
Administration Center for Biologics Evaluation and Research,
J. Immunother., 20, 214-243 (1997).

FUJIFILM Wako Laboratory Chemicals site
https://labchem-wako.fujifilm.com

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

ffwk-cservise @fujifilm.com

FUJIFILM Wako Chemicals Europe GmbH

Fuggerstrasse 12

D-41468 Neuss

Germany

Telephone : +49-2131-311-0
Facsimile +49-2131-311100
labchem_wkeu @fujifilm.com

FUJIFILM Wako Chemicals U.S.A. Corporation
1600 Bellwood Road

Richmond, VA 23237

USA.

Telephone : +1-804-271-7677

Facsimile : +1-804-271-7791

wkuslabchem @fuijifilm.com

FUJIFILM Wako Chemicals(Hong Kong) Limited

Room 1111, 11/F, International Trade Centre, 11-19 Sha Tsui Road, Tsuen Wan, N.T., Hong Kong
Telephone : + 852-2799-9019 Facsimile : + 852-2799-9808

wkhk.info@fujifilm.com

FUJIFILM Wako (Guangzhou) Trading Corporation

Room 3003, 30/F. Dong Shan Plaza 69, Xian Lie Zhong Road Guangzhou, 510095, China
Telephone : + 86-20-8732-6381(Guangzhou) Telephone : + 86-21-6288-4751 (Shanghai)
Telephone : + 86-13611333218 (Beijing)

wkgz.info@fujifilm.com
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QCdetect™ Residual DNA
Detection Kit for E. coli

Code No. 290-85301 (100[E1F)

(%]
AKExy MI, 77 F RN FEREMETIHD & T 5L H R
fnlZ5% 3% genomic DNA (gDNA) Z#0ti& 7w —7 (@
B TagMan” 70 —7) B2 HWTHRIB - €RTHHH T,
Escherichia coli (E. coli) HI3k® gDNA % Quantitative PCR %
(qPCR) THelh - R L E T,
AREy MIMAOHKIZE D, T ¥ T IVICHE F N5 M= gDNA
DOEBEIE MM ZFEB L T L7z, PCREW %2 1 x PCR Master
Mix & LTI L T b 720, I PCR B &2 iR % 4
Fxnd, o —< I — 2L, FEDEB X
CRBREZME3eTwET, F2o AF v M 4 ¥ 57—
FNaAY ru—VHOFERMDNA L 754 ~v—/ Tu—TbEF
NTn57290, PCRPIELLITODNTWAZ L 2R TEE T,
5D DNA Extractor” Kit [Code No. 295-50201]1 & #tJH§ %
ZEWZEY. E coli T EYHRBERICEETNE Y 8y
B % Buffer B % & L&A 5 O gDNA filiih & B2 —HBH L C
EiidTsrZeNTEET,

TagMan” % Roche Diagnostics KK. DB Fk L Td o

(3 FUSHC LR LA - SH]

- Real-Time PCR % 1&

ARV T YT AI FH—

- XA 7T 2 — T

- Nuclease 7V —iiiK (] :Code No. 316-90101, = v R ¥ ¥ —
V)

A4 7Ry P B X Nuclease 7Y —EXy b F v T
(47 Exy M 220ul & 100-1,000 uL O 2 K THAEH
WEETY)

- Nuclease 7' — 15mL 7 = — 7 (DNA/RNA W5 fhA v F
Lw)

 Real-Time PCR 7L — & 7L — b ¥ — % L £ iZ Real-Time
PCRH8#F 2 —T,Fa—TFr v 7

cHEHIY — v

[ 71— 7 o]
AEH HOGIEH
E. coli Primer & Probe FAM

Internal Control Primer & Probe HEX substitute

(5]
* AFWE T REFER T (USP) D72 g iR > T

[ MRERR]

EER2 o
1 X PCR Master Mix 1mL X 24
DNA Dilution Buffer (DDB) 10mL
E. coli Control DNA, 30ng/uL 40 ul

1xPCR Master Mix 1213, E. coli HI% gDNA MO 75 4
~—/7u—T%vy b 4 ¥ —F )T Fa— LD DNA
BLOMIBHO TSI ~—/Tu—7+%y bPEFENTVE T,

(P42 ]
-20CT

(sl gt o i T £ ]
3 [l

(TR oIC]

- 1XPCR Master Mix (&/NiF UCHR4E L. SURS AR o [ %5 %
WO LTTF S,

C EBREE ORI Jed it v, BEICHE L CEBRZIT->TT
S,

BRI TR REA T AL EOREREZAEA L CEBLTTE
Uy,

BT -7 VoL Ry bERHBHZY =L TLoMnD
LN TR BIToTFE W,

CEERTOBE. Bk a vy I A= a o) AR
W BATIEEERITo TF SV, () =Y RYFHRE
EF xRy b y)

- EEEIELE, K ETIToTTF &,

-PCR #HETHRNDH B 720, TENy 77 —% EDTA #°
HEEINDENy 77 —=FHHLAEVTTFE W,

—9/16 —

T hINVEEHRLTCETA. 7O a2 BEHETBERLD
BEEZELHICEDETIHAT SV,

(M55 1 - Al A gDNA Z 4% v Tl
HOENPLOMB LA gDNA #5 >~ 7L — b DNA & LT, Bl
F v MIHV LSS

1-1. SAEED PR

(1) Fv MIEENLHEZKETHEHEL TF S\

(2) BREARLVT v 7 AIFH—TIRE LR, 421
Fa—TEIETAE Yy U LET,

1-2. E. coli Control DNA Z W=7 MBI Y >~ 7L DR (B

HE B D TER)

(1) Nuclease 7V — 15mL F 2 —7% 6 K= L TENLENI
PC1. PC2. PC3. PC4. PC5. NTC &tk L CTTF &w, NTC
(No Template Control) &, *#74 72> ba—LT9,

(2) PC1 |2 DNA Dilution Buffer (DDB) % 990 uL Iz % 3.

(3) PC2, PC3. PC4, PC5. NTC |2 DDB % Z 1271900 uL il
ZET,

(4) PC1IZ E. coli Control DNA, 30ng/uL (PC0) % 10uL iz
Ty AVT v 7 AIFH—CTHRREET,

(5) PC212PC1 Z 100uL 2Ty ANT v 27 A3 FH—TRL
REFET,

(6) PC312PC2 % 100uL Mz Ty ANT v 27 A3 FH—TRL
RBETT,

(7) PC41ZPC3 % 100 uL MMZ Ty RNVTF v 7 AIFH—TRL
REFS,

(8) PC5 12 PC4 % 100 uL 2Ty ANT v 27 A3 FH—TRL
REFET,

—10/16 —




Fa—T% A RAZ E. coli gDNA ji s
PC1 10 uL PCO + 990 « L. DDB 3,000pg/reaction
PC2 100 xL PC1 + 900 uLL DDB 300pg/reaction
PC3 100 L PC2 + 900 uL. DDB 30pg/reaction
PC4 100 L PC3 + 900 L. DDB 3pg/reaction
PCh 100 L PC4 + 900 uL. DDB 0.3pg/reaction
NTC 900 uL DDB Opg/reaction

1-3. Real-Time PCR 7' — N\ 1 x PCR Master Mix D}l
1XPCR Master Mix # 7L — F D% 7 = Vi 20 ul $ 2% ML
9,

(Real-Time PCR W] 8 #F 2 — 7 % fili 9 &5 b FARDO B2 T\
ia_o)

1-4. FRHNY ¥ F)v. NTC. 3 ¥ T DFEM

BTN AFH T =3 TRB L =552 BIRLFE T,

(1) FE®» X912, 1XPCR Master Mix 2 &ML 72 &7 = VI
12, CTYEBL L 22 BB ~ 7 v, NTC. BXUOH 7%
10uL A F 3,

2 L= by =B LEFry IT782LET,

1123|4567 ]8|9]|10]11]12

A

B PC1 Sample 1
C PC2 Sample 2
D PC3 Sample 3
E PC4 Sample 4
F PC5 NTC
G

H

1-5. Quantitative PCR (qPCR)

Real-Time PCR#EEIZ 7V = 2ty ML, UFOTas I 4
ERELET,

TUT T N ERER nE AY—bEEET,

Step B S
Hold 95C, 2min.
Denature 95T, 15sec. } L0cycles
Annealing & Extension 60, 30sec.

1-6. il
FHEEOT T I VK, BREMERELE T,

1-7. % ¥ 7 )V DNA ®DiIH

Real-Time PCRZEED Y 7 7 = 7 CEMBEMMBE/ER T H 2 &

EHERLF T,

FHAEOHERIUTOHETHILTF S v,

(1) wHRINY > 7 (PCI-PC5) @ Ctiik W 475 7 %1k
WL ET,

2) (1) &b, ioEpPzEH L ES,
B AR IC B3 2 LT OB &2 i L7256, 1 alBia 3

e A 1 it
e R O & -31~-38
R* i 0.98 LLk
Ll ERES 90~110%
NTC o Ct it 38D EH L<IFND.

[#il]
RBAE AT O L5 2o 72hh

PC1 | PC2 | PC3 | PC4 | PC5

Positive Control Input | Input | Input | Input | Input

pg/reaction 3,000 | 300 30 3 0.3

pg/reaction (Log) | 3477 | 2477 | 1477 | 0477 |—0523

19.327 | 22,617 | 25.921 | 28.700 | 31.311

% CtfHi 19.161 | 23.208 | 25.828 | 28.688 | 31.250

19.174 | 22,515 | 25.741 | 28.637 | 31.350

Py Ct il 19.220 | 22.780 | 25.830 | 28.675 | 31.304

(NTCIZND. & LTl En5,)

PC Input Standard Curve

59 7 y =-3.1956x +30.174
30 o pcs EESQEI
pca . IRIEFHE © 105.6%
25 1 PC3 o
g 20 " pcL
O 15 -
10 A
5 -
0 T T T T 1
-1.0 0.0 1.0 2.0 3.0 4.0
E.coli Control DNA pg /reaction (Log)
FF HIEfE S IEAS R
e gt oo i X -31~-38 o
R fili 0.98 L I N
LLERES 90~110% ai%
NTC @ Ct fili 38U kD L<IEND. L
1-8. HADFFH

INA K ESE LG T BT B gDNA o 3kuEfi & LT WHO"

2 FDA? i3, UTofixi#ElcwEd,

e A DNA it

TN & 5 72 7 il R 10ng

Lhaw A VA 7a AV ARG % &k 100pg

RLIT
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P TN EENLFRAF gDNA w2 HI L T, LilodFa
WThdI LEMRLTTE

F 7o, PR OB IR R A e THMKIT 4 5 51T DNA
RAHT AL RMERLE T,

En

i

k-1
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[fiHI /1% 2 : DNA Extractor” Kit[Code No. 295-50201]C gDNA
ZK L. A% v FTRIB]

Ak 5 DNA Extractor” Kit % v T DNA %l L7215, &
F v MITHRINT 2456

2-1. DR

(1) *v MEFhAEEZKETEML T3,

(2 RVF v 7 2A3IFH—CTIBAELLE, A 70Fa—7
WIETAY VY Y LET,

2-2. E. Coli Control DNA Z W 7=® BRI~ 7 WAER

(1) Nuclease 7V — 15mL F 2 —7% 6 KE L TENLENIZ
PC1. PC2, PC3, PC4, PC5, NTC &tk L £9, NTC (No
Template Control) &, AHF 472> ba—LEZEKRLT
wiEg,

(2) PC1 2 DNA Dilution Buffer (DDB) % 990 uL Mz %3

(3) PC2. PC3. PC4., PC5. NTC IZ DDB % Z #2900 uL
ZE9,

(4) PC1 IZ E. coli Control DNA, 30ng/uL (PC0) % 10uL Wiz
T AVT v 7 AIFH—CRABEEET,

(5) PC21ZPC1 Z 100uL iz Ty ANT v 27 ZA3IFH—TRL
BEET,

(6) PC312PC2% 100uL MA T, KVTF v 7 AIFH—TRL
REFET,

(7) PC41CPC3 % 100uL MA T, FVTF v 7 AIFH—TRL
BEET,

(8) PC5 12 PC4 7 100 uL iz Ty ANT v 27 ZA3IFH—TRL
BEET,

Fa—T% Nk CHO gDNA 7R
PC1 10 uL PCO + 990 u L. DDB | 3,000pg/reaction
PC2 100 L PC1 + 900 uL DDB 300pg/reaction
PC3 100 L PC2 + 900 L. DDB 30pg/reaction
PC4 100 L PC3 + 900 L DDB 3pg/reaction
PC5 100 uL PC4 + 900 uL DDB 0.3pg/reaction
NTC 900 uL DDB Opg/reaction

1123|4567 ]8]|9]|10]11]12

A

B PC1 Input |PCl1 Extraction| Sample 1
C PC2 Input |PC2 Extraction| Sample 2
D PC3 Input |PC3 Extraction| Sample 3
E PC4 Input |PC4 Extraction| Sample 4
F PC5 Input |PC5 Extraction NTC
G

H

Input : 2-2. THHE L 7= DNA il
Extraction : 2-3. THlilli L7z DNA i
Sample : K
2) 7= T —=HLLLEFry T T7%% LT,

2-6. Quantitative PCR (qPCR)

Real-Time PCR#EEIZ7LV— 2ty ML, UTFTO7Tu s 7 4

EERELET,
TUT T A ERER. S EAY—FSEET,
Step BB St
Hold 95, 2min.
Denature 95C, 15sec. } L0cycles
Annealing & Extension 60T, 30sec.

2-7. Bl
HREO T P IV, FEREMERLE T,

2.8. 4 7))L DNA RO

Real-time PCR 2D Y 7 b7 = 7 CHEMEM 2 ER T 52 L %

HERLFET,

TR OB AIUTOHETHERLTT S v,

(1) FBHRFIY >~ 7 (PCL-PC5 Input) @ Ctlik ) 55> 5
TEERLE T,

2 1) &y, o PXEZER LT,
B B B9 2 DU O 2 085 L 223 Anid. Mkl ik

2-3. DNA Extractor® Kit [Code No. 295-50201] I & % filith
DNA Extractor” Kit ® 71 b 2V #2 126t-> T, 2-2. TYERL
72 DNA . BLXOY U 7V & 500ul 2 LT, Hhb#
ez fivEd,

2-4. Real-Time PCR 7'V — b\ 1xPCR Master Mix DN
1XPCR Master Mix # 7L — b D %7 2 )VIZ 20 ul 32O L
9,

(Real-Time PCR ] 8 #F 2 — 7 % fli 9 B4 b MAR DA% TV
F9.)

2:5. FMRYIY ¥ T, NTC. ¥ ¥ IR

I TIAS 4 FEE T n=3 TREEL A 0BT,

(1) FTH® X912, 1xPCR Master Mix Z i1 L 724%™ = )L IZ
2:2. L 2.3 TR L 2% RRHHY >~ 7 v, NTC, BIXUH
ThVEIOuL Mz F3,

—13/16 —

FELIT,

Stk ] oy
HEHE AR O 1E & -31~-38
R i 098 Lt
HlERh 90~110%
NTC o Ct fili 38 LLEDH LLIEND.

3) 7o Ctfii% Ct. HEHEMBLEPADOMEE % m. Y %
b & L7zBRC, H o7 uiiE, 10 ™ 240 3,
RIS 5 DU T OFfe i 2 il U363, Fillaz s

LEd,.
F36s T8 1E Al
2TV IR 50 ~ 150%
R 30% i

MR AL TP THS M TH D . N RIES D&

ZRLET,

[n=3 THBR L 72l OFEEAR 22 < 100/ “T-351l]

—14/16 —




[#il]
RBAE AT O L 9 I o 72ihh

PC1 | PC2 | PC3 | PC4 | PC5

Positive Control Input | Input | Input | Input | Input

pg/reaction 3,000 | 300 30 3 0.3

pg/reaction (Log) | 3477 | 2477 | 1477 | 0477 |—0523

19.327 | 22,617 | 25921 | 28.700 | 31.311

% CtfH 19.161 | 23.208 | 25.828 | 28.688 | 31.250

19.174 | 22,515 | 25.741 | 28.637 | 31.350

Py Ct il 19.220 | 22.780 | 25.830 | 28.675 | 31.304

(NTCIZND. & LTHIiEN5,)

PC1 PC2 PC3 PC4 PC5

Extraction | Extraction | Extraction | Extraction | Extraction NTC

Positive Control

pg/reaction 3,000 300 30 3 0.3 0

pg/reaction (Log) | 3477 | 2477 | 1477 | 0477 | -0523 | -

18395 | 21.307 | 24513 | 27.790 | 30443 | N.D.

% Ct 18371 | 21.393 | 24720 | 27424 | 30545 |N.D.

18446 | 21.377 | 24668 | 27.503 | 30.741 |N.D.

2,590 320 32 30 0.450 -

LR (pg) 2,635 300 28 39 0418 -

2496 304 29 37 0.363 -

86.3% | 106.5% | 1064% | 101.0% | 150.0% | -

I (%) 87.8% | 100.1% | 91.7% | 1314% | 1395% | -

832% | 101.3% | 951% | 124.1% | 121.2% | -

SEEEE (%) | 85.8% | 1026% | 97.7% | 1188% | 1369% | -

FRAEAR 7 24 34 7.7 159 14.6 -

ZERE (%) 0027 | 0033 | 0079 | 0134 | 0.107 -

N. D. : no detection

PC Input Standard Curve

59 7 y =-3.1956x +30.174
30 4 pcs” s =ik
p(:a,e o IRIEFHE © 105.6%
25 1 PCc3 R
@ 207 " pcL
@] 15 -
10 A
5
0 T T T T 1
-1.0 0.0 1.0 20 3.0 4.0

E.coli Control DNA pg /reaction (Log)
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St 5 Al 38 A A
JEBLAR O & -31~-38 G
R? fili 0.98 L I ok
R 90~110% GH%
NTC o Ct fiti 38 L 1d LLIEND. L%
2 7OV AR 50~150% G
LR 30% A H%
29, FR DM

INA F RGN B B 5E gDNA o FdEfli & LT WHO"
% FDA? 13, UFoEZHELTVET,
Al DNA #4 i
FERESE R % 572 7 Rl kR 10ng
Lhaw A VAT a4 VARG % &l ik 100pg
BTNV E T NSRS gDNA B2 B L€, LRlo#FsE
MTHAHILeMRELTTFE WV,
7o, B X O 2 SOV B B IE A RS TERS
W B4 CDNA FABZAE T L 2R LE T,

(B8 505 4 ]
Code No. i fa3
295-50201 DNA Extractor® Kit 50 [l
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