FUJIFILM

Code No. 294-85201 (100 tests)

QCdetect™ Residual DNA
Detection Kit for CHO cells

[Introduction]
This product is a kit that detect and quantify DNA remaining
in biological products such as vaccines and biopharmacy.
In particular, genomic DNA (gDNA) derived from Chinese
Hamster Ovary cells (CHO cells) is detected and quantified by
the Quantitative PCR method (qPCR).
The unique configuration enables highly sensitive detection of
trace amounts of DNA in samples. In addition, the PCR solution
is prepared as a 1 X PCR Master Mix to suppress human error
during preparation and improve work efficiency and test accuracy.
Therefore, the customer does not need to prepare the Master
Mix for PCR. Furthermore, the qPCR of this kit uses a fluorescein-
labeled probe (commonly known as the TagMan® probe) and
contains a primer/probe and template DNA for internal control,
so it can be confirmed that PCR reaction is being performed
correctly.
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
CHO cells or solutions containing buffer components.

TagMan" is a registered trademark of Roche Diagnostics.

[Kit contents]

Reagent name Volume
1 X PCR Master Mix 1 mL X 2 vials
DNA Dilution Buffer (DDB) 10 mL

- 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 buffer or buffer containing EDTA.

[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 zL and 100-1,000 zL, 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 for disinfection

[Detection wavelength of the probe]

Reagent name Fluorescence wavelength
CHO Primer & Probe FAM
Internal Control Primer & Probe HEX or VIC

[Usage]

*The protocol in this manual 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 from extracted DNA using this kit]
When the detection kit is used with pre-extracted DNA as
template DNA

1-1. Preparation of reagents

CHO Control DNA, 30 ng/uL 40 uL

1 X PCR Master Mix also contains a primer/probe set for
detection of CHO-derived gDNA and a template DNA and a
primer/probe set 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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(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 CHO gDNA-positive control (creation of
standard curve)

(1) Prepare 7 nuclease-free 1.5 mL tubes and label them as
PC1, PC2, PC3, PC4, PC5, PC6, 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, PC6,
and NTC.

(4) Add 10 uL of CHO Control DNA, 30 ng/uL (PC0) to PC1
and mix well.

(5) Add 100 uL of PCI to PC2 and mix well.

(6) Add 100 uL of PC2 to PC3 and mix well.

(7) Add 100 uL of PC3 to PC4 and mix well.

(8) Add 100 uL of PC4 to PC5 and mix well.

(9) Add 100 uL of PC5 to PC6 and mix well.
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CHO gDNA

Diluent :
concentration

Tube name

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

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

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

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

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

PC6 100 L PC5+900 uL. DDB 0.03 pg/reaction

Condition Proper value
Slope of approximate equation -31to —38
R? value = (.98

90% to 110%
= 39 or N.D.

Amplification efficiency
Ct value of NTC

[Example]
When the test results are as follows :

NTC 900 uL. DDB 0 pg/reaction

1-3. Addition of 1 X PCR Master Mix to Real-Time PCR plate

PCl1 | PC2 | PC3 | PC4 | PC5 | PC6
Input | Input | Input | Input | Input | Input

pg/reaction | 3,000 | 300 30 3 0.3 0.03

Positive Control

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 positive control, negative control, and sample

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

below.

(1) Add 10 L of the positive and negative control prepared in
1-2. and the sample to each well containing 1 X PCR Master
Mix as shown below.

(2) Cover with a plate seal or cap.

112 3[4 |5]6|7|8|9/(1011]12

A

B PC1 Sample 1

© PC2 Sample 2

D PC3 Sample 3

E PC4 Sample 4

F PC5 NTC

G PC6

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, 10 min.
Denature 95C, 15 sec.
Annealing & Extension 60C, 1 min.

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 hand, use the following method:

(1) Create a logarithmic graph from the Ct value of the standard
(PC1-PC6).

(2) Calculate the approximate equation of the curve from (1).
Repeat testing is recommended if there is a deviation in
any of the following standard curve parameters :
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pg/reaction (Log) | 3.477 | 2477 | 1477 | 0477 |-0523|—1.523
13.335 | 16.582 | 19.928 | 23.278 | 26.325 | 29.592
13.355 | 16.604 | 19.960 | 23.194 | 26.401 | 29.519
13.349 | 16.675 | 20.011 | 23.391 | 26.427 | 29.725
Mean Ct value | 13.346 | 16.650 | 19.966 | 23.288 | 26.384 | 29.612
NTC should be detected as ND.

Individual Ct
value

PC Input Standard Curve

35.000
o : -
PC6 N
25.000
PC5 N
20.000 PC4 °
+ PC3
(6] °
15.000 PC2 .
10.000 pcL
5.000
0.000
-2.000 -1.000 0.000 1.000 2.000 3.000 4.000
CHO Control DNA pg/reaction(Log)
Condition Proper value Proper result
Slope of standard curve -31to —38 Acceptable
R? value = (098 Acceptable
Amplification efficiency 90% to 110% Acceptable
Ct value of NTC = 39 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 Gyt 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.

—4/16 —




[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 CHO Control DNA, 30 ng/xL (PC0) in the kit on ice.

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

2-2. Preparation of CHO gDNA-positive control (creation of
standard curve)

(1) Prepare 7 nuclease-free 1.5 mL tubes and label them as
PCI, PC2, PC3, PC4, PC5, PC6, 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, PC6,
and NTC.

(4) Add 10 uL of CHO Control DNA, 30 ng/uL (PC0) to PCL
and mix well.

(5) Add 100 uL of PCI to PC2 and mix well.

(6) Add 100 L of PC2 to PC3 and mix well.

(7) Add 100 uL of PC3 to PC4 and mix well.

(8) Add 100 uL of PC4 to PC5 and mix well.

(9) Add 100 uL of PC5 to PC6 and mix well.

Tube name Diluent CHO gDNA
concentration
PC1 10 uL PCO+990 uL. DDB 3,000 pg/reaction

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

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

PC5 Input |PC5 Extraction NTC
PC6 Input |PC6 Extraction

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

(2) Cover with a plate seal or cap.

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

2-6. Quantitative PCR (qPCR) reaction

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 95T, 10 min.
Denature 95C, 15 sec.
Annealing & Extension 60C, 1 min.

2-7. Detection
Check the results in accordance with the device protocol.

2-8. Calculation of DNA content in the sample

PC3 100 uL PC2+900 L. DDB
PC4 100 uL PC3+900 xL DDB
PC5 100 uL PC4+900 xL DDB
PC6 100 uL PC5+900 uL DDB
NTC 900 L DDB

30 pg/reaction
3 pg/reaction
0.3 pg/reaction
0.03 pg/reaction
0 pg/reaction

2-3. Extraction with DNA Extractor® Kit

Extract DNA from 500 uL of each of the DNA solutions
prepared as described in 2-2. in accordance with protocol #2 of
the DNA Extractor” Kit.

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 positive control, negative control, and sample

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

below.

(1) Add 10 uL of the positive and negative control prepared
as described in 2-2. and 2-3. and the sample to each well
containing 1 X PCR Master Mix as shown below.
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Creating a standard curve with the software of Real-time PCR

device is recommended.

When calculating by hand, use the following method :

(1) Create a logarithmic graph from the Ct value of the standard
(PC1-PC6).

(2) Calculate the approximate equation of the curve from (1).
Repeat testing is recommended if there is a deviation in
any of the following standard curve parameters :

Condition Proper value

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

Amplification efficiency 90% to 110%

Ct value of NTC = 39 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.

Repeat testing is recommended if there is a deviation in
any of 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.
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Standard deviation X 100/mean when tested with n=3 Condition Proper value | Proper result
Slope of approximate equation | —3.1 to —3.8 | Acceptable
[Example] 2
When the test results are as follows : R value =098 Acceptable
= | e PéB e Amplification efficiency 90% to 110% | Acceptable
Positive Control Input | Input | Input | Input | Input | Input Ct value of NTC = 39 or N.]z. Acceptable
pg/reaction 3000 | 300 30 3 03 003 Sampl.e recovery. ra.lte 50% to })5043 Acceptable
pg/reaction (Log) | 3477 | 2477 | 1477 | 0477 | -0523] — 1523 Coefficient of variation < 30% Acceptable
Individual Ct 13.335 | 16,582 | 19.928 | 23.278 | 26.325 | 29.592 29. Interpretation of results
value 13.355 | 16.604 | 19.960 | 23194 | 26401 | 29.519 The WHOV and the FDA? have established the following criteria
13.349 | 16.675 | 20.011 | 23.391 | 26.427 | 29.725 for residual DNA during biopharmaceutical manufacturing.
Mean Ct value | 13.346 | 16.650 | 19.966 | 23.288 | 26.384 | 29.612 Acceptable
Cell type
NTC should be detected as ND. amount of DNA
Non-tumorigenic cell lines 10 ng
N PCl PC2 PC3 PCA PC5 PC6 Cell lines with retrovirus proviral sequence 100 pg
Positive Control E ] ) , . . . .
xtraction | Extraction | Extraction | Extraction | Extraction | Extraction Calculate the amount of DNA remaining in the sample to confirm
pg/reaction 3,000 300 30 3 03 003 that it does not exceed the acceptable amount.
pg/reaction (Log) | 3477 | 2477 1477 | 0477 | 0523 | -1523 In addition, it is recommended that the acceptable amount of
13384 | 16697 | 20030 | 23240 | 26389 | 29622 DNA be calculated under the condition where all results of the
Individual Ct value | 13394 | 16574 | 19932 | 23179 | 26304 | 29.238 standard curve and sample recovery are acceptable.
13327 | 16676 | 20.026 | 23206 | 26412 | 29.236
3055058 | 292658 | 27654 | 2851 | 0307 | 0031 [Related Product]
fﬁ?ﬁ&;ﬁ?zggd 3033101 | 319.379 | 29636 | 2976 | 0326 | 0041 Code No. Description Size
3180577| 296994 | 27.744 | 2920 | 0302 | 0041 295-50201 DNA Extractor” Kit 50 tests
L 101835 | 97553 | 92.180 | 95032 | 102.288 | 103.739
Individual recovery o1 105 | 106460 | 98787 | 99188 | 108659 | 136098 [References)
106019 | 93998 | 92479 | 97.336 | 100.659 | 136.364 1. Knezevic, I, Stacey, G, Petricciani, J., and substrates, W. H. O. S. G.
Mean recovery rate 102986 | 101003 | 94482 | 97186 | 103869 | 125400 0. ¢. : WHO Study Group on cell substrates for production of
(%) biologicals, Geneva, Switzerland, 11-12 June 2007, Biologicals,
Standard deviation | 2.166 3903 3.046 1.700 3452 15.317 36, 203-211 (2008).
Coefficient of 2. Points to consider in the manufacture and testing of monoclonal
- 2.043 3943 3.294 1.747 3429 11.233
variation (%) antibody products for human use (1997). US. Food and Drug
Administration Center for Biologics Evaluation and Research,
PC Input Standard Curve J. Immunother., 20, 214-243 (1997).
35.000
o0 FUJIFILM Wako Laboratory Chemicals site
. e oo o
reou | PO . - https://labchem-wako.fujifilm.com
22000 PO et . FUJIFILM Wako Pure Chemical Corporation
t" PC3 - 1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
15.000 PC2 Te\ephgne : +81-6-6203-3741
9 Facs\mlle‘ : +8176'6201'5964
10.000 PC1 ffwk-cservise @fuijifilm.com
FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH
5.000 1600 Bellwood Road Fuggerstrasse 12
Richmond, VA 23237 D-41468 Neuss
0.000 US.A. Germany
-2.000 -1.000 0.000 1.000 2.000 3.000 4.000 Telephone : + 1-804-271-7677 Telephone : +49-2131-311-0

CHO Control DNA pg/reaction(Log)

—7/16 —

Facsimile : +1-804-271-7791
wkuslabchem @fuijifilm.com

Facsimile +49-2131-311100
labchem_wkeu @fujifilm.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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Code No. 294-85201 (100[EA)

QCdetect™ Residual DNA
Detection Kit for CHO cells

[iZtoic]
ABGE, 77 F RN FEEMEGRO &5 5 AR5
W 3 % DNA 2 - =5 % 85 T3 4%I2 Chinese
hamster ovary cells (CHO cells) HI3%® genomic DNA (gDNA)
% Quantitative PCR % (qPCR) THiH - EEL T 9,
AEy MIMHOWRIZL D, ¥ 7IVICEF N5 ME DNA O
FIEE LM EER LT Lz T4 O —<v 25—
2R L. PESERh S & BRI 2 1 E X9 4 72012, PCR &
13 1xXPCR Master Mix & LTSN TWVWE T, Tz, B
HAEAI Master Mix # i3 AL BEIEH D THA EHIT ATy
b ® qPCR GGl 7 2 — 7 (GEFr TagMan” 702 —7) %
ERHL A —Fvarrue—VHOTIS4<v—/ 7Ta—
T LR DNA G ENTWBH72D, PCRIEDSIEL L fThbh
TV e TEET,
B5ED DNA TF X 527 % —F v b [Code No. 295502011 &
BT AZ E2E D, CHO cells W72 AWmkEMICE T
% & v 7 E R Buffer & & LA H O gDNA il & B
FELTEBTLIIENTETET,

TagMan"” & Roche Diagnostics KK. D& T§

“TENY 77 —REDTADPEINAZN Yy 77— LEw
TTF &,

(3 FUSHC LR LA - SH]

- Real-Time PCR % 1&

ARV T YT AI FH—

A 70T a— T a0

- Nuclease 7 V) —i# i K (B: 2 — F No. 316-90101, = v R ¥ ¥ —
V)

A 7Ry MO Nuclease 7 —EXy v 7
(A4 70Xy M 220ul & 100-1,000 uL O 2 K THlEH
WEETY)

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

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

cHEHIY — v

[7'v— 7ok k]

AEH WO R
CHO Primer & Probe FAM
Internal Control Primer & Probe HEX or VIC

(5]
* AFWIHTId, KREEFEHT (USP) 123D BREIZiH - T

T INEEELTBYEFFA, 7 b anEBEMETEE

LOHERBZLLLHICEDETIHH T SV,

[ M)

RIS foa
1 XPCR Master Mix ImL x 24
DNA Dilution Buffer (DDB) 10mL
CHO Control DNA, 30ng/uL 40 uL

1 X PCR Master Mix (21X, CHO Hik gDNA Bt JHD 7 5 1
~—/7u—7ty b A ¥y —Far bu—LosEi DNA
EMHBIHD 754 ~—/7u—7ty bdEFINTET,

(P47 ]
-20T.

(el e 2 1% ]
3 I

[THEH D]

+ 1xXPCR Master Mix 1&/N31F 2 UCHRE L, S0 R o a1 5
IS LTFE W,

C FEERHEREOILD ol e, BEMICEE L TEBRZIT-TF
é l‘\O

R TRRRHEA T AR EOREEE S L CEBL TS
Wy,

BRI T =T NVDOERERYy b ELY )=V TLoh ) LR
THhHIToTTFEW,
CEERAITOBNE, TERZFa VY IL—Ya D) A7 PR
W BATIEEERIT> TF&We (7Y =y RYFHRE
LFr Ay ME)

R EIIK ETH 5 TF v,
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(M55 1 - A& gDNA Z 4% v T CTHl]
HoH LD EN/-DNA #5771 — b DNA & LT, ¥t
F v MIHV LSS

1-1. SAEED PR

(1) v MCEFNLRELKETRAEL T3,
(2) BREARLVT v 7 AIFH—TILRE LR, (421
Fa—TEIETAE Yy U LET,

1-2. CHO gDNA KV F 4 72 ¥ b u— L OVER (B o M%)

(1) Nuclease 7 V) — 156mL F2—7% 7 RKAE L CENENI
PC1. PC2. PC3. PC4, PC5. PC6. NTC & it # L £ 9
NTC (No Template Contol) &, A FF 4 73> ha—)
EERLTOET,

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

(3) PC2. PC3. PC4. PC5. PC6. NTC iZ DDB % Z #1900
/.lL 7J|]X\. ij‘o

(4) PC1 12 CHO Control DNA, 30 ng/uL(PC0) % 10 uL 1 Z.C.
RABEES,

(5) PC212PC1 # 100 uL N2 T, BLREET,

(6) PC312PC2 % 100 uL Mz T, BRREFET,

(7) PC4 12 PC3 % 100 uL Mz T BRLREFET,

(8) PC5 12 PC4 # 100 uL Nz T BLREE T,

(9) PC6 12 PC5 # 100 uL Mz Ty HLREET,
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1-3. Real-Time PCR 7'V — I\ 1 X PCR Master Mix Dl
1xPCR Master Mix # 7L — ;D& = W2 20uL $OWIML
i \3_0

(Real-Time PCR F 8 #F 2. — 7% fli 9 Y34 b MM OBMEL 4T o)

4. KXY 74 7arytu—n, xh747arvtrtu—n, 37

— g T e - E i S oY

Fa=7"% ARAE CHO gDNA i#t B = T2l -33

PC1 10 uL PCO+990 L DDB 3,000pg/reaction R i 098 DL I

PC2 100 L PC1+900 uL DDB 300pg/reaction S 90~110%

PC3 100 L PC2+ 900 uL DDB 30pg/reaction NTC @ Ct i 39D ED LIZND.

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

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

PC6 100 uL PC5+900 xL DDB 0.03pg/reaction REBEERRD T O L 127 -84

NTC 900 uL. DDB Opg/reaction PC1 pc2 | pc3 | pca | Pcs5 | PCo

Positive Control Input | Input | Input | Input | Input | Input

pg/reaction | 3,000 | 300 30 3 0.3 0.03

pg/reaction (Log) | 3.477 | 2477 | 1477 | 0477 |-0523|—1.523

13.335 | 16.582 | 19.928 | 23.278 | 26.325 | 29.592

% Ctf 13.355 | 16.604 | 19.960 | 23.194 | 26.401 | 29.519

13.349 | 16.675 | 20.011 | 23.391 | 26.427 | 29.725

NDOEM

BTN AT =3 TRB L = HE2BNTIRL T,

(1) FE®» X912, 1XPCR Master Mix 2 &ML 72%& 7 = VI
12 T LRV 54 7aryba—n, 257473~ b
=, ROV I NE& 10ul Mz 5,

2 =Py =B L EBEFry FT752LET,

112 3[4 |5]6|7|8|9/(1011]12

A

B PC1 Sample 1

© PC2 Sample 2

D PC3 Sample 3

E PC4 Sample 4

F PC5 NTC

G PC6

H ]

1-5. Quantitative PCR (qPCR)

Real-Time PCR#EEIZ 7V =2ty ML, UFO7Tas I A
EHELET,

TUT T N ERER nE AY—bEETET,

Step B St
Hold 95C, 10min.
Denature 95C, 15sec.
Annealing & Extension 60C, Imin.

P CtfE | 13.346 | 16.650 | 19.966 | 23.288 | 26.384 | 29.612

NTC 3 ND & s s

PC Input Standard Curve

35.000

o : -
PC6 -
25:000 PC5 -
20.000 PC4 °
. PC3 R
o 15.000 PC2 - .
10.000 pc1
5.000
0.000
-2.000 -1.000 0.000 1.000 2.000 3.000 4.000
CHO Control DNA pg/reaction(Log)
E s HIEAf BIEAS AR
A AR O 8 -31~-38 “H
R® fii 098 ULk a3
LERIES 90~110% itk
NTC @ Ct 39Dk L<IEND. HHE
1-8. HiR DR

1-6. Bl
KEBEOT T b IV, FHEREMERLE T,

1-7. %~ 7V DNA B DiE

Real-Time PCR¥#EDY 7 b7 = 7 THE#MB 2 /EK T2 2 &

FHEIRL E9,

TAHECRIET 2 AU TORETER L TT S v,

(1) A% % —1F (PCI-PC6) O Ctii& V¥ 5 7 #1EHK L
ia_o

(2 (1) b, HHoEPREEHL I,
B MARICE T 2 T oI 2 A L 263, ks i
i:él/ij_o
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INA BRI LS B 1) 5 555 DNA o FkiEfii & LT WHO"
% FDA? 13, UTFoEzZHELTVES,

e DNA #5H#

TEIESE L % 4572 2 Al bk 10ng

Lhao A VAo 7a A v ARG % &l ik 100pg

TN E ENLHAF DNA a2l LT, LiLOfFES
WMTHoHI L2MEALTFI W,

T 72, BEHEMAR O IERE R DA TEMEIT 2 5 40T DNA FFa
REMHTAZ L RMERLE T,
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({3 2 : DNA Extractor” Kit[Code No. 295-50201] T gDNA
ZHABL. A% v M THI]

AE2S5DNAZFALT 75 —F v 2 HWTDNA 4L
72t RFE Y MCTHRIBET 254

2-1. DR

(1) ¥v MZ&E N5 CHO Control DNA, 30ng/uL (PCO) %k
FCRMEL 9,

(2 VT v 7 AIFH =TI VALK, <A 70Fa—7
WAMETAY Yy v LET,

2-2. CHO gDNA K YT 4 72 v b u— L OV (BB M%)

(1) Nuclease 7V — 15mL F 2 — 7% 7AKHEL TENLZENIZ
PC1. PC2. PC3. PC4, PC5. PC6. NTC & &#i L ¥ ¥,
NTC (No Template Control) (. #4574 73> hu—)

BHHELTWET,

(2) PC1 2 DNA Dilution Buffer (DDB) % 990 uL Iz 95

(3) PC2. PC3. PC4. PC5. PC6. NTC IZ DDB % Zh 21 900
uL Mz E3,

(4) PC1 {2 CHO Control DNA, 30ng/uL (PC0) % 10 uL M2 T,
ROBEET,

(5) PC212PC1 Z 100 uL Nz T, BLREE T,

(6) PC312PC2 % 100 uL Mz T, RLBEFE T,
(7) PC4 12 PC3 % 100 uL Mz T BRREEFET,
(8) PC512PC4 % 100 uL Mz T, BLRBEFET,
(9) PC6 12 PC5 % 100 L Mz T, BRLBEFET,

Fa—T% A BRNET CHO gDNA i
PC1 10 uL PCO+990 uL DDB 3,000pg/reaction
PC2 100 L PC1+900 uL DDB 300pg/reaction
PC3 100 uL PC2+900 L. DDB 30pg/reaction
PC4 100 L PC3+900 uL DDB 3pg/reaction
PC5 100 uL PC4+900 uL DDB 0.3pg/reaction
PC6 100 L PC5+900 uL DDB 0.03pg/reaction
NTC 900 L DDB Opg/reaction

2-3. DNA Extractor® Kit [Code No. 295-50201] 1< & % #iliily
DNAZFZ T 275 —Fy bO70 bal#212H- T, 2-2.
TIE# L7- DNA B2 221500 uL i LT, e
ATV E T,

2-4. Real-Time PCR 7'V — b\ 1xPCR Master Mix D&M
1xPCR Master Mix # 7L — b D& = )VIZ 20 ul $O@ML
9,

(Real-Time PCR Ml 8 LT 2. — 7 % fili 9 55 b MR OBNEZ 1T o)

25. RV 574 7arvtra—)v, x4 7arvbra—n, yr7
VDT

P TN AFEH T =3 TREEL =25 A 0BT,

(1) FRI® X512, 1xPCR Master Mix 2N L72%& 7 = Vi
22. L 23 TR LRV T4 7arbu—n, 24747
aybrua—iv, RO FVE 10ul M2 E 7,
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1123|4567 ]8]|9]|10]11]12

PC5 Input |PC5 Extraction NTC
PC6 Input |PC6 Extraction

Input : 2-2. TH# L7z DNA %
Extraction : 2-3. THlilli L7z DNA i
Sample : K
2) 7= T =HLLLEFEFry T T7%% LT

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

2-6. Quantitative PCR (qPCR) K&

Real-Time PCR¥#EEIZ7LV— 2ty ML, UTFTOTus 7 4
EERELET,

TUT T A ERER. S EAY—FSEET,

Step SO S
Hold 95C, 10min.
Denature 95C, 15sec.
Annealing & Extension 60C, Imin.

2-7. Bl
FREO T b IV, FEREHRLE T,

2.8. ¥ 7). DNA RO

Real-Time PCR¥ED Y 7 by = 7 CHEHEMB ZEK T 5 2 &

FHEIEL F 9,

TR TR T 2 AU TORETHEHRLTT S v,

(1) A% % —1F (PCI-PC6) O CtiiL Vs 5 7 #1EHK L
3,

2 1) v, WHoEPEEHLET,
BEHE B B9 2 DU O 2 00 L 223 Anid. Mkl ik
BLET,

S ] oy
BEHE R i X -31~-38
R* & 0.98 L I
HaERh 90~110%
NTC o Ct fili 39l EH L<IEND.

(3) ¥ 7 Vo Ctfiiz Ct. FHEMBEIMAOME 2 m. Yk 2
b & LaKHS, ¥ Tz, 10 ™ e 2h 9,
FERICET 5 DT OfFEZ &I L2903, bz e
LEd,.

%fF B
DA E S 50~150%
R 30% il

MR A 2 BACFETH S 2ETH Y, M zEs>&%
RLET,
n =3 THER L 72l OB AR 2 X 100/ P35l
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[(Bi]
BB EVP U T O X ) Il k- 728
Positive Control| 15, | g | thput | Input | Input | Input
pg/reaction 3,000 | 300 30 3 0.3 0.03
pg/reaction (Log) | 3.477 | 2477 | 1477 | 0477 |—-0523|—1.523
13.335 | 16.582 | 19.928 | 23.278 | 26.325 | 29.592
% Ctfl 13.355 | 16.604 | 19.96 | 23.194 | 26.401 | 29519
13.349 | 16.675 | 20.011 | 23.391 | 26427 | 29.725
¥ Ct il 13.346 | 16.650 | 19.966 | 23.288 | 26.384 | 29.612
NTCIEND &t sz
Positive Control PClI PCZI PC3. PC4' PQS' PC6'
Extraction | Extraction | Extraction | Extraction | Extraction | Extraction
pg/reaction 3,000 300 30 3 0.3 0.03
pg/reaction (Log) | 3477 2477 1477 0477 | 0523 | -1523
13384 | 16697 | 20030 | 23240 | 26389 | 29.622
% Ctfii 13394 | 16574 | 19932 | 23179 | 26304 | 29.238
13327 | 16676 | 20026 | 23206 | 26412 | 29.236
3055.058 | 292.658 | 27.654 | 2851 0.307 0.031
ZWmE (pg) (3033101 319.379 | 29636 | 2976 0.326 0.041
3180577 296994 | 27.744 | 2920 0.302 0.041
101.835 | 97553 | 92.180 | 95032 | 102.288 | 103.739
F I (%) 101.103 | 106460 | 98.787 | 99.188 | 108.659 | 136.098
106.019 | 98998 | 92479 | 97.336 | 100.659 | 136.364
SEHEIEE (%) | 102986 | 101003 | 94482 | 97.186 | 103869 | 125400
P ff 7 2.166 3903 3046 1.700 3452 | 15317
R (%) 2043 3943 3294 1747 3429 | 11.233
PC Input Standard Curve
35.000
25000 | PC6 PC; i
20.000 PC4 °
8 PC3 .
15.000 PC2 .
10.000 pc1
5.000
0.000
-2.000 -1.000 0.000 1.000 2.000 3.000 4.000
CHO Control DNA pg/reaction(Log)
s I fit LIRS
LR O & -31~-38 aE
R® i 098 Ll I A%
LERIES 90~110% itk
NTC @ Ct 39Dk L<IEND. HH
7OV AR 50~150% G
LEREL 30% A ik
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2-9. KR DR
XA FEI G EEIC BT 558 DNA oJL#Efii & LT WHO"
% FDA” i, UTofliz#EL I,

il A

SRRV & R 72 e ORI 10ng
Lhaw A VADOT a4 AR % &l ik 100pg
FU TV E TN LG DNA B2 HI LT LO#FERR

DNA FF% it

WCTHsHILEMALTE I,
F 72, BRI O v 7OV IR BE S 2 IE A RS T AR
%55 CDNA FBR AR TAZ L AHRLET,
[BY 5 ]
Code No. 4 i
295-50201 DNA Extractor® Kit 50 [l
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