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BB IAFENEE T K E# T,
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IR ER RIS Rasie sk
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HSAZE
—1/16 —

(R B MR K]

I3 71 B R I
CHO Primer & Probe FAM

Internal Control Primer & Probe HEX @ VIC

(EA7EE]
“AI P By L 5 FEARIE S E 29 8 (USP) BYMLEHIRE, &
BEABBEONKRE S EIBESE OHNAEHTER,

<EAAEL> BEEF RN ERNAIgDNA
e TR EXRIgDNATE /R IR DNARYRYE S 75 7%

1-1. HI&EF
(D) BRFEPRNRFI B Tk 25
Q) &BAFBIEREASRESYE, BHEBOTE .

1-2. CHO gDNABRMSTBRLA B & (HI ST A ELR)

() ERTLZEEREELS mLELE, 23IFMEIPCL PC2.
PC3.PC4.PC5.PC6.NTC,
NTC (No Template Contol) J9BRMERTHRAH
PC (Postive Control) BRI EEAH

(2) £PC17:/1990 pL DNA Dilution Buffer(DDB)o

(3) £PC2. PC3. PC4. PC5. PC6.NTC& 71900 L DDBs

(4) EPC14010 uL CHO Control DNA (30 ng/uL) (PCO),
REA=pES

(5) #EPC270100 pL PC1, SR A4

)
(6) fEPC3780100 L PC2, B &95,
(7) #EPC4750100 pL PC3, B &5,
(8) fEPC57%40100 uL PC4, B &95,
(9) EPC6A0100 pL PC5, R &195,

BB P EAES CHO gDNAMRE
PC1 10 uL PCO+990 uL DDB 3,000 pg/reaction
PC2 100 puL PC1+900 uL DDB 300 pg/reaction
PC3 100 pL PC24-900 uL DDB 30 pg/reaction
PC4 100 uL PC34-900 uL DDB 3 pg/reaction
PC5 100 puL PC4+900 uL DDB 0.3 pg/reaction
PC6 100 pL PC5+900 uL DDB 0.03 pg/reaction
NTC 900 uL DDB 0 pg/reaction

1-3. f¥Real-Time PCRiRF A1 X PCR Master Mix
R _ERFLEFM20 ul 1 X PCR Master Mixo
(fEF3Real-Time PCR/\BXERY, 121EFERED -

1-4 R INBAMESERLE PR MRS BRLA TN &
BL4FhEE G (n=3) #1755 )
(1) A0 FEFTR, £1 X PCR Master MixtIRFLERINT S
1-2. A& RO PR X BRZE  PAMENT BR 2 LUK F2 2510 plo
Q) PHRESRE ST

1|2|3|4|5|6|7|8|9]10]11]12
A
B PC1 I
C PC2 Hm2
D PC3 Hm3
E PC4 @4
F PC5 NTC
G PC6
H ||
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1-5. EEPCR(qPCR)
BFLIRE FReal-Time PCRIVGE, BT U TR AL Eo
EFIRETTAE, FFiaR o

Step R
Hold 95°C, 10 min.
Denature 95°C, 15sec.
Annealing & Extension 60°C, 1 min.

1-6. 13
IRIEPCRINAV R 7RI TIRIE, FRINGER

1-7. i E#&EDNA
A Real-Time PCRIN AN B B 1 TAR E LRIV HI &
MEAFHE, BEERUTAE.
(1) #RIBtRE S (PC1-PC6) BICHE, FITEXTERRERE,
(2) 1847 (1) i B AT IS 12,
WNRIFERE AT & LU T BIREE, HEERRLR,

28 B%E
I FERORIER -3.1~-3.8
RME 0.98 £
IR EES 90~110%
NTCHICHE 394 _EBEN.D.

[#51]
HRWER N TR

PC1 PC2 PC3 PC4 PC5 PCé
Input [ Input | Input | Input [ Input | Input

3,000 300 30 3 0.3 0.03
pg/reaction (Log) | 3.477 | 2.477 | 1477 | 0477 | -0.523 | -1.523
13.335| 16.582 | 19.928 | 23.278 | 26.325 | 29.592

Positive Control

pg/reaction

Ct{E 13.335 | 16.604 [ 19.960 | 23.194 | 26.401 | 29.519

13.349 | 16.675 | 20.011 | 23.391 | 26.427 | 29.725
THICHE 13.346 | 16.650 | 19.966 | 23.288 | 26.384 | 29.612
NTCHMZIND,

PC Input Standard Curve

35.000
30.000 y=-3.2529x +24.72
) ° R?=0.9999
25000 | T8 ° #1830 = 103.1%
PC5 o
20.000 PC4 N
™ PC3
(6] °
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)
S8 At&E &R
TR RIEE -3.1~-3.8 atg
R*E 0.98L4 F Eig
LV ES 90~110% at&
NTCHICHE 39LL EZEN.D. a
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1-8.&R 9
5 B A AL VFFDA? X EMHIZRBIFL B DNAIRTE T LA
TR,

T DNAZIFE
EBEIEARR 10ng

BEEERRSRRSFINARR 100 pg

HEFRTABHONASE, BINEET G ERIT &,
E5h, AR AR PR B ISR IR BV R TITEDNAR

i;%o

<ERAE2>
fEFIDNARREGRTIR (P4 S - 292-81101) £2EXgDNA, 7
[N Ee X bl

FE DNASR BRI 2 MFF PR EXDNASS, (R AR 2317
MBS RYE R 7 %o

2-1.H&id 5
(1) B 5= FBICHO Control DNA, 30 ng/uL (PCO) EF 7k
FRuAR
Q) leREERREHIE ARESOIE .

2-2.4I#&CHO gDNAFR4 I BRLE (& BhLR)

(1) ERTZLE mLEZEREEOE, 254RI2APCL PC2.
PC3.PC4.PC5.PC6.NTC,
NTC (No Template Contol) BB IEXTERLH
PC (Postive Control) J9BR4ERTERLH

(2) fEPC17¥40990 L DNA Dilution Buffer(DDB)s

(3) fEPC2.PC3.PC4.PC5.PC6.NTC&Z#HN900 uL DDB,

(4) 7£PC1Z¥110 uL CHO Control DNA (30 ng/uL) (PCO),
REH5.

(5) EPC27IN100 L PCL, B &5,

(6) EPC37IN100 L PC2, B &894,

(7) EPC47IN100 uL PC3, B &1945.

(8) EPC5IIN100 UL PC4, B &1950

(9) EPCEANIN100 UL PC5, B &40

BLEBEM RS CHO gDNAMRE
PC1 10 uL PCO+990 uL DDB 3,000 pg/reaction
PC2 100 pL PC1+900 puL DDB 300 pg/reaction
PC3 100 pL PC24-900 uL DDB 30 pg/reaction
PC4 100 pL PC34-900 uL DDB 3 pg/reaction
PC5 100 pL PC4+900 pL DDB 0.3 pg/reaction
PC6 100 pL PC5+900 uL DDB 0.03 pg/reaction
NTC 900 uL DDB 0 pg/reaction

2-3. FIDNARERRFIR (7= MisS :292-81101) HREX

BEDNATZENIA I SAYSLIE 75 2242, FA500 ulL 2-2.5I#HIDNA

AR TIRE.

2-4. ¥Real-Time PCRIRZ N1 X PCR Master Mix

AR EBFLEARI20 pl 1 X PCR Master Mixo
(A Real-Time PCRA/\BXE Y, 12/FHEEL)

2-5. FRHNPAMEXSERAH, PR XS ERAAFNAT &

LAATRIE 58 (n=3) TSR A

(1) A0 FEIFA7R, 1 X PCR Master MixBIRFLE AR INEH 12-2.

F12-3. & B MEXSERA, PRIESY BRAE LUK dR & 10 ulo

—4/16—




PClinput |PC1 Extraction Faml
PC2Input | PC2 Extraction a2
PC3Input | PC3 Extraction a3
PC4Input | PC4 Extraction ¥ fhd
PC5Input | PC5 Extraction NTC
PC6 Input | PC6 Extraction
[ | [ |
Input:2-2.5&BIDNAER
Extraction:2-3. 12 EXRIDNAAR
Sample: # 5
() PAEIREEE HEif.

IT|(O(mMmMmo|lO|®@|>

2-6. EEPCR (gPCR)
BFLIRE T Real-Time PCRIE, HITUL T IEFIEE
EFIRE TR, FHIa/R .

Step RRISM
Hold 95°C, 10 min.
Denature 95°C, 15sec.
Annealing & Extension 60°C, 1 min.

2-7. 1
RIEE BPCRIVAIER 777 A ITIRIE, WIAE R

2-8. HE# HDNA
HEE{EAReal-Time PCRIY A B AV 1THT HE FR R AYHIE,
MEAFITE, EERUT A%
(1) 1BHIEAREmR (PC1-PC6) BICHEBIVERT SR ERE
(2) 1R48 (1) i+ B LTINS 2.
NBARERZL TS U TEREE, #EERER,

S Ei&E
IR RIRI R -3.1~-3.8
R¥E 0.98 £
REUES 90~110%
NTCHICtE 39LL EZEN.D.

(3) LU RHICHERCE AR RS 5 -RE0RIE om, $98
B, @B AR L0,
BT & LUTHEAT0Y, 2 B350,

= B8 ME
e CIl &S 50~150%
RRII=FN ¢ 30T

HAREERR AT AT AR T o
=3RS EIH{ERIAREE X 100/ F1IME

[f51]
S0t 28 5y L T 8T

PC1 PC2 PC3 PC4 PC5 PC6

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

pg/reaction 3,000 300 30 3 0.3 0.03
pg/reaction(Log) 3477 | 2477 | 1477 | 0477 | -0.523 | -1.523

13.335 | 16.582 | 19.928 | 23.278 | 26.325 | 29.592

CtfE 13.335 | 16.604 [ 19.960 | 23.194 | 26.401 | 29.519

13.349 | 16.675 | 20.011 | 23.391 | 26.427 | 29.725
FHICHE 13.346 | 16.650 | 19.966 | 23.288 | 26.384 | 29.612
NTCHMEE R AINDo
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PC1 PC2 PC3 PC4 PC5 PC6
Extraction | Extraction [ Extraction | Extraction | Extraction | Extraction

Positive Control

pg/reaction 3,000 300 30 3 0.3 0.03
pg/reaction(Log) 3477 2477 1.477 0.477 -0.523 -1.523
13.384 16.697 20.030 23.240 26.389 29.622
CtfE 13.394 16.574 19.932 23.179 26.304 29.238
13.327 16.676 20.026 23.206 26.412 29.236
3055.058 | 292.658 27.654 2.851 0.307 0.031
B E (pg) 3033.101 319.379 29.636 2.976 0.326 0.041
3180.577 | 296.994 27.744 2.920 0.302 0.041
101.835 97.553 92.180 95.032 102.288 103.739
=% 101.103 106.460 98.787 99.188 108.659 136.098

106.019 | 98.998 92.479 97.336 100.659 | 136.364
FHEEE% | 102986 | 101.003 | 94.482 97.186 103.869 | 125.400
TREE 2.166 3.903 3.046 1.700 3.452 15.317
TRAK 2.043 3.943 3.294 1.747 3.429 11.233

PC Input Standard Curve

35.000
30.000 . y=-3.2529x +24.72
R2=0.9999
25000 | T8 ° #1830 = 103.1%
PC5 o
20.000 PC4 °
™ PC3
(6] °
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 EigE 45
plak P WsE e f R ES -3.1~-3.8 at&
R*E 0.98L E &g
LV ES 90~110% at&
NTCHICtE 394 EZEN.D. a1
F m el 50~150% ‘i
TERRE 30%LTF at&

2-9. BR S
TR DA BRYVHFDAY X =M HIZT AR B DNAIGE 7 LA
MREE.

HpEH DNAR Y2
TR AE AR 10 ng

SERERRERASFFINARR |  100pg

T EFRTHENIDNAME, NS & LR,
UESh, HEE AT B EPT A IR B S 1B I EDNAS

8o
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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 uL and 100-1,000 4L, 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 40ul

1 XPCR 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 xXPCR 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 uL of DNA Dilution Buffer (DDB) to PCI.

(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 (PCO0) to PC1
and mix well.

(5) Add 100 uL of PC1 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 uL 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 uL PC3+900 uL 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

Amplification efficiency 90% to 110%

Ct value of NTC = 39 or N.D.

[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

PC1 | 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 4L 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.

1|12 (3|45 |6 |7 ]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 PC6
H [

1-5. Quantitative PCR (qPCR)
Place the plate in the Real-time PCR device and set up the

pg/reaction (Log) | 3.477 | 2477 | 1477 | 0477 |—0523| —1523
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

program shown below.

After setting up the program, start the reaction.

35.000
e ‘ -
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 = (.98 Acceptable
Amplification efficiency 90% to 110% Acceptable
Ct value of NTC = 39 or N.D. Acceptable

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 :

—11/16—

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

Acceptable
Cellleyoe 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 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
PC1, PC2, PC3, PC4, PC5, PC6, 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, PC6,
and NTC.

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

(5) Add 100 4L of PC1 to PC2 and mix well.

(6) Add 100 4L 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 L of PC5 to PC6 and mix well.

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

pPC2 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 PCI Input |PCl 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 95C, 10 min.
Denature 95T, 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 uL. DDB
PC4 100 uL PC3+900 uL DDB
PC5 100 uL PC4+900 uL DDB
PC6 100 L PC5+900 uL DDB
NTC 900 uL 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 = 0.98 Acceptable
R P(;S 500 | ECh | RQE Amplification efficiency 90% to 110% | Acceptable
Positive Control Input | Input | Input | Input | Input | Input Ct value of NTC = 39 or N.Iz. Acceptable
pg/reaction 3000 | 300 30 3 03 0.03 Sampl'e recovery. rz?te 50% to })50%) Acceptable
pg/reaction (Log) | 3477 | 2477 | 1477 | 0477 | —0523| — 1523 Coefficient of variation < 30% Acceptable
Individual Ct 13.335 | 16582 | 19.928 | 23.278 | 26.325 | 29.592 2.9, Interpretation of results
value 13.355 | 16.604 | 19.960 | 23.194 | 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 fDNA
NTC should be detected as ND. amount of DN
Non-tumorigenic cell lines 10 ng
- PCl PC2 PC3 PCA PG5 PC6 Cell lines with retrovirus proviral sequence 100 pg
ositive Control q q g ] ] g .
Extraction | 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 | 29.622 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 | 20026 | 23206 | 26412 | 29.236
3055058 | 292,658 | 27.654 | 2851 | 0307 | 0031 [Related Product]
‘m‘fgﬁlﬁfy"zgg‘id 3033101 319379 | 29636 | 2976 | 0326 | 0041 Code No. Description Size
3180.577| 296994 | 27.744 | 2920 0.302 0.041 295-50201 DNA Extractor”® Kit 50 tests
o 101.835 | 97553 | 92180 | 95.032 | 102.288 | 103.739
Individual Fecovery | 101,103 | 106460 | 98787 | 99188 | 108659 | 136098 [References)
106019 | 93998 | 92479 | 97.336 | 100.659 | 136.364 1. Knezevic, I, Stacey, G., Petricciani, ], and substrates, W. H. O. S. G.
Mean recovery rate| 100qec | 101003 | 94482 | 97186 | 103869 | 125400 o. ¢. : WHO Study Group on cell substrates for production of
(%) biologicals, Geneva, Switzerland, 11-12 June 2007, Biologicals,
Standard deviation | 2166 3903 3.046 1.700 3452 15317 36, 203-211 (2008).
Coefficient of 2. Points to consider in the manufacture and testing of monoclonal
T 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
o € .o o
reou | PO . https://labchem-wako.fujifilm.com
- PC5 N : :
20,000 Pca . FUJIFILM Wako Pure Chemical Corporation
t’, PC3 - 1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
15.000 PC2 Telephone : +81-6-6203-3741
9 Facsimile N +81:6'6201—5964
10.000 PC1 ffwk-cservise @fujifilm.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 U.SA. 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
Facsimile : +1-804-271-7791 Facsimile : +49-2131-311100

CHO Control DNA pg/reaction(Log)
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wkuslabchem @fujifilm.com 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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