=]
T H Cycleave RT-PCR Cytochrome P450 X2k A|AE]

Cycleave RT-PCR
Cytochrome P450 M2} A|AE

CycleaveRT-PCR Corekit ~~~~~ TaKaRaCodeCY502 508
CycleaveHuman P450 & Probe/PrimerSet ~~ TaKaRaCodeCY401 21208
Cycleave Rat P450 M2k Probe/Primer Set TaKaRa Code CY402

Rat % human?| Cytochrome P450 mRNA2| UHEE & Zot7| 218 M F0|Ch 4154 1}

£ A& cyclingprobe 2] =0 2|3l Cytochrome P4502| M &5t W s Mg ¢§"?_H:}.
Cycling probe (Life Science & Blotechnology 21% ch) RNAQ} DNAE 0]
éjOI £2 "‘E';*“*OIEH 2 1). Cytochrome P4500{ = 2 AIE Z12| 4 S40| =

H-Iru
=]
™
(@]
=
3

=0}

— o=

a probe2} RNase HE Z&st 1T 0

b AlEHO| EE.‘_F?_P FHXEZE A 2L cycling probe
&2 4 QUCE E£3 PCR HH32 Real Time PCRE £+¥olE2 Mottt M2 & o+ UM, M7[YS0| ER0otA| &
[o]

H Y 0| FH0ft Real Time PCRE 2t £0140| =

BHCL
e Cycleave RT-PCR CoreKit (50 2| £)
B A28 oAM= Z} Probe/Primer Set2} M2 Hufsl= Cycleave RT- (AL 9H3-8 AloH

PCR Core Kitg Z§s}o] A48}, Cycleave RT-PCR Core Kitol &= Real M-MLV Reverse Transcriptase (RNase H') (200 U/ )
Time RT-PCR ¥+-8- & Cycling probe ol E 23} & 29} buffer 5] Eg RNase Inhibitor (40 U/#)

o] 9J© i Human®7} Rat-9] F E5F2] Probe/Primer Setol= 2zt & 5 X M-MLV Buffer

Az2g BolFo g 7AE317] Y3 primer, cycling probeg} A% 244 Oligo dT Primer (50 uM)

4 RNA transcript 5°] E§F5]o] it} [PCR ¥--& A]oH

Human& oA & 10F/F 2] Cytochrome P450 #At£7} 2%/ 9] TaKaRa Ex Taq™" R-PCR (5 U/#)

housekeeping A=, Ratgol| A= 9%72] Cytochrome P450 A} Tli RNase HII(200 U/A)

7 159 housekeeping A2 717} J#& & 9lek, &dk o] AlF 10 X RPCR buffer
Smart Cycler® System¥} Smart Cycler® II System-&-ol] 23} o] Qlc}, Mg" solution (25 mM)

dNTP Mixture (Z} 10 mM)
RNase Free dH:0

15 4
15 4
100 A
254

125 4
254
125 M
250 M
70 A
750 m

ogk
03]

=2  gua  Quencher

_*_ Q ol L Q

Chimera probe * I m m Q * I w ﬁ Q *
|
st ox o) J et

SRu= Hyborid &4 RNase Hoi| 2|3 51342}
RNA B =}

12l 1 Cycling probe | g2

2 |



Cycleave Human P450 M3 Probe/Primer Set (20 3| &)

ER
= A

Cycleave RT-PCR Cytochrome P450 &2k A|AH]

SHzel MY

=
PCR Primer Mix 10 4 X 12 55 B A F2 AFE31Y] Smart Cycler® System © 2 Real Time RT-PCR &l4]-S
Cycling Probe 0 X 2FF e A5 dolel A24e Ba] sdatel 24gtel ARAL 2
RNA transcript* (10° copy/#) 154 X 12 2% A} 3kl
Dilution Buffer (for RNA transcript) 1 ml
AN A& standard RNA ot 3l Ay}

H A& A= Rat Cytochrome P450 A #-& Probe/Primer Setol] ¥3+5

(B IIsE 2XER + Cyclophilin target set9} Cycleave RT-PCR Core Kit2 A&3} 31T}, Rat

Human CYP1A1 Human CYP2B7 (Human GAPDH)* ZFelA 243 total RNA AJE (100 ng/#)Z Dilution Buffer® 10H]
Human CYP1A2 Human CYP2C9 (Human B-action)* serial dilutiond}e] 49H] B 9] A|ZE ZA|5}] o] AL FE o7 ALE-
Human CYP2A6 Human CYP2C19 3ttt ZF =59 Algnjt)h A 7}A] BR8] RT-PCRE A5k Cigr-&
Human CYP2A7 Human CYP2D6 Tl (2 2-A), Gk 7FE =], RNAY (FE 2] 2ae A2
Human CYP2B6  Human CYP3E1 ol plotsheict (28 2:B), 48 FF ol ket 243t 22l A 7}
* RNAZ} 28 & housekeeping R A} 2] vkg-o A 2] Az} (Cvgro g YER)E B 19 YR ITH
Cycleave Rat P450 &2 Probe/Primer Set (20 3| £) 1 Otz 58 Zatel A%
PCR Primer Mix 10 4 X 10 2F FIF Ctit CV (%) S34% CV (%)
Cycling Probe 20 M X 10 257 1 29.86 £ 0.065 0.22 1.0 £ 0.04 4.4
RNA transcript* (10° copy/#) 154 x 1 10 26.39 + 0,060 0.23 10.5 £ 0.43 4.1
Dilution Buffer (for RNA transcript) 1 ml 100 23,05 + 0,036 0.16 102.6 = 2,51 2.4
< At SHE standard ANA 1000 19.73 + 0,015 0.08 988.4 + 103 10

1 3|4 O total RNA 1« 0off Zet=|0] U= FE2 (100 ng)S 1,00022 S &

SOl ALl

(B 7tset =X 2 ;:E!;ASLTZ*P EERME 0|85l0] @2 Ot (AE 2-AEX)Z B £
Rat CYP1A1 Rat CYP2C11 Rat CYP4A1 =m A}
Rat CYP1A2 Rat CYP2F1
Rat CYP2B1 Rat CYP3A1 (Rat Cyclophilin)* 19} Bo] 7} oAl agre] ARF= 719 Q0T (CV=0.08 ~ 0.229%),
Rat CYP2B2 Rat CYP3A2 2o A

*RNAZF EX & housekeeping A}

33k Axe & & UATE (CV=1.0 ~ 4.4%). o]} Zo] &
A|#3} Smart Cycler® System& §H] o] &30 2x A =& =40
et 28 shelaed

(A) (B)
600
o4
400 2
3 5
o =
& 200 g 2
@ g
E =
ER 20
™. -
-200 2
14 16 18 20 22 24 26 28 30 32 34
Threshold le
10 20 30 40 e
Cycles w=-0.206x + &.834, r-gguared = 1
J8 2 (A) E=23Mo| 24t R824 (Ctgt kS &HF), (B) Ctgizt 2o st 42 plot
Ct (threshold cycle)= 2 SEAEL0| E|= cyclerZ MEohs W2 271Xt QUCt 8 71| o= 23 J22 =2 5t X|Fof thresholdE M™sto] 11 Mup 5= Z40|
Wxfsh= FMoj| L Ssth= cyclerE Ctat2Z st W o|Ct, o] M2 MAsh= thresholdol| 2fs Ctzko| BFRICE KELCIE stes SZS4M9) 274 EErIM (A2 08sts WY
OlC}, (A= S S S 23| 0|2st0] P2 = A= JULR, 1 peak (HEl=20| 71 2 )0l thSste cycle+E Ctgt2Z sict, o W2 Cigrol 1 =2 Faid 2ol dgoy|
HIsH Z§2140] &=Lt Smart Cycler” SystemoiiAl= ¢/2| & &Y 2% LISE = = 7152 21 At

Life Science & Biotechnology| 3

1



=]
T H Cycleave RT-PCR Cytochrome P450 X2k A|AE]

Rat CYP1A12} CYP1A22| L& off M H2 SO Lo A 22t

E A ES A8 Rat Cytochrome P4502] W& 3|4 o] A 2A], Ratoll Sample Relative Amounts* — Norm. to Cyclophilin**

ﬂnaphtoﬂavone (BNF) oqg-gia1 Rat 7 ]. ]A1 CYPlAlJ/]' CYP1A2 CYP1A1 CYP1A2 Cyclophlhn CYP1A1 CYP1A2

o] Wl Zko] ojE7 M3}5}=7}= Real Time PCR (Smart Cycler® System Control (ND)* 5,173 6,216 (ND)¥ 0.83

AR SIA RS of ol YERH AT = RNAZS] HAE Test 3228 35392 2478 130 1428

housekeeping §-74}F¢] Rat Cyclophilin®] W&-& =A3}e] 23§31 ST}, 1 2|2 ZHA|Z Z0| Zt target mRNA copy4=2 LIEFHC} (Z2kMol| QJ5l ALE)
*2 =X|= Cyclophilin 2kei2fof| Cislof 2t CYP1 wizko] ATiZtE LERACH (XY

(1) M =Y *3 ND: Not Detected.,

P
Rat-& Probe/Primer Setd]] 5% o] = Z target2] RNA transcript (A) CYP1A1
(CYP1A13} CYP1A2, Cyclophilin®] 7} standard RNA)S Z}Z} Dilution
Buffer2 108} serial dilutiond}] STHA] == standardE ZA|3}aL, o] o
A& 33 0 2 Real Time RT-PCRES F-8)3}e] Azkd-& 24519t .
2 200 Test
]
@
o4 5
= e Control
Ao delE 2 30 vERA AT . == = |
-100
8 10 20 30 40
Cycles
=
26
B
£ (B) CYP1A2
od
g 800
o
? 2 600 ——
g Test ,"/
£ 400 /
1} B /
10 20 3o g //
Threshold Cycle 2 2Ll /" Control
v =-0.273x + 10352, r-seuared = 0.959 0 — _
10 20 30 40
1213 CYP1AT targeto] A2kM Cycles
7t target A 0] ABAFE BF 09901302 FL AL ek (C) Cyclophilin
RIet. of? whg Aol AEAo) e Aok HoE 28 4 3leh
600
= _///r—’_'__'_'_'_
(2) Total RNAAIE 2| £X 8 400 Control
@ F,
HiEY o /
oad g 200 .,,/ Test
B-naphtoflavone (BNF) F&l/H]5F o] Rate] 7FollA 242} total RNAE % E 2
Aste] 10 ngS FYP o2 A3t 2 A2l 8l Rat CYP1AL, ) S —
CYP1A2, Cyclophiling target® 2 Real Time RT-PCRE F33}al (18
_ 10 20 30 40
£, AFAE Mg o 2 HAFS 12390 123 Cyclophilin] W 3

FS 7]%E total RNATS ¥ A3}, CYP1A1F} CYP1A29] At 2] wha]
& T3t (& 2).
12! 4 Zh targeto] SZZM
ez
CYP1A1 mRNA B-naphtoflavone (BNF)2 F&&}A] 932 Rate] 7Hol|A] EtAL A Z1t2] H|
WA s 2O R B-naphtoflavone (BNF) ool 3] st} B AF AL AF 3l AERTe AEAIRES v wskelot.
AL 3helgtgltt, ¥HH CYP1A2 mRNAE f-naphtoflavone (BNF) &
of/u] o] Rate] Frojtel| A} o] Vel o™ B-naphtoflavone oy
(BNF) oo o3 walzfo] of 17v)] As3itt= AL gelslgdnt (& 2, 2 A|%¢] Human GAPDH target set®} AA} A &S AL&-sl9ich 2 A1E
a9 4), 9] 34 o= Real Time PCR A& Smart Cycler® SystemS AR}, A

I

4 | Life Science & Biotechnology



=
=

o

Cycleave RT-PCR Cytochrome P450 &2k A|AH

A} A E-2] 8|4 o= ABI PRISM® 77002 AH&-3l 3Tt 3 0 2 4= A431 H3CtzZtel Bl

A EZ FE] ZA43F total RNA 5 pg ~ 50 ng= AFH&3}IL, 60 cycle?] Real % RNAT Ctgk
Time RT-PCRE 83t AS =9t AE ol Bagh ARks Hlwsk ot Pg Log:pg TaKaRa AN}
L3} Smart Cycler® Systemol| M= SZ&34 9] 23F =32 A5 2 7 5 2,32 39.55
Abste] Cigke AHEH 082 T8k 7% (3™ 2 Fx)o| itk 22U ABI 50 5.64 37.76 57.60
PRISM® 77000 o] 7]%50] QOB H| W7} /b3l aE B A8 o= 500 8.97 34.38 54,40
A7y AFgrA FEQ499] A9 FYl thresholds 443t Cigh& 5,000 12.29 31.87 51.02
T3t} 50,000 15.61 28.69 47.71
oz A8t Real Time PCR A7} th 222 e vlale of g 2 A%
AZ2Zd Cghs, 7123 3 2% (log)< plotdh 492 19 3} Smart Cycler® System< Zgale] AF3Fo 24, KB} u7kEo]HA
50 YERNQITE 2 A3 Smart Cycler® System2 Z338}e] AFE-3F3-S A48} Cytochrome P4509] BFd a4 0] 7158 Ao g2 gehE)
732 total RNA 5 pgZtA] &8 5 olvh, ey AXF AlEAM =50 p e B A3 o] A9 60 cycle THAIZHS Smart Cycler® SystemollA &=
7HA) vholl A& & QU)o Ctﬁko Hlws] B B AFo ] k 1A3L, ABI PRISM" 7700941 ©F 24171 who] it
AL AIZF I ok 20 cycle WEA] AEEE A 1 5 AT (2
g5, 33, ol =0t
Real Time PCR 7]&3} cycling probe3}o] 2o o) Ag A& 7

® . whah Ak RT-PCRo| /P53l AT FARIAE Cytochrome P450 2 4]

”] ~_ 28o] 0]0] -0 2 Real Time RT-PCRE A F& A154 02 A8 of

“ N Aol

454

404 o TaKaRa

© ° . L AA}
35- .
L ]

30- .

25

20 . . .

0 5 10 15 20
T

J2l 6 Ctgtat FE (logr)2| plot

Real Time PCR &
SARS virus 2= Kit7} Line up!

Smart Cycler® System= 0| 28t SARS virus Z £0fl | =!

Cycleave RT-PCR SARS virus Detection Kit

Cycleave RT-PCR SARS virus Detection KitE 0| &%t #E of

TaKaRa Code CY211 24 Ht3 T

= — .

= x "> 5
= CJ z "‘“ﬂ,, - / LA ]
1) S0[40| =2 cycdlingprobed £ 0|88 1= HE U e

1 Il
Target 2f signal (FAM channel)

{SieiD TGampis D] P
v AR

2) Internal controldl 2| §t false negative 8 75

B 10 SR
= 100 eAR

3) SHA|Zt (BHAL B = A|ZH) 0228 =11% : | - o

100000 SRS

4) 52 Mol AN HY0| 71S35H0] virus §FE 7t

olr

O R
Cycles

Intemél ooﬁtrol 2l signal (ROX channel)

Life Science & Biotechnology | 5



