o SR R HRAT
« ‘ft\%);lmhml”g'\. #ﬁﬁ ﬁ%)ﬂ\@ www.aderr.com i%%ﬁ} /TJ(/{EF‘

SIS EHE AT, AT ISWRETT . 1 RE EREA R I o8 A B 45

EAEDNARR A 5 m BRI & (e
%)

b AR 7 R Dol BAT I A RE I ZIDNAH 5-hmC (85, Ik, Xekee, B!

HF%S: A-P-1032-48 (481%)
A-P-1032-96 (967%)

BRIEFH IBLAR SRR FR o |

BRI E = S, BN REFNREER !
AR, FEENZHIH Tr i 18 50 2R HFAE IE !
RIGEHM: tech@aderr.com

20164F3 ), SRR, XM IEICHTEIRRV16.03.11

LR (LR ARAF

“A%D Technology  A&D Technology Corporation
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1002 3

FEEEBEME (HZE) woeeeereeeeessseessessessssssssssessssssssssssssssssssenes 8
BB E T oot esee e eeeessenesseneseesensesesasesssesennenenenens 8
JB L 2R v eeeeeesereeeressesessasessanensasessasensssessenenseseseenensenssenes 11
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R &AL

A A-P-1032-48 (48%) A-P-1032-96 (96¥X) -y
WB (10X Wash Buffer) 14 m 28 ml 4° C
BS (Binding Solution) 5ml 10 ml I

NC (Negative Control , 0% 5-hmC,50 ug/ml)* | 50 ul 100 ul -20° C
PC (Positive Control , 1% 5-hmC,50 ug/ml)* 10 ul 20 ul -20° C
hmAb (5-hmC Antibody, 1000X )* 5ul 10 ul 4° C

Sl (Signal Indicator, 1000X)* 5ul 10 ul -20° C
ES (Enhancer Solution, 1000X)* 5ul 10 ul -20° C
DS (Developer Solution) 5ml 10 ml 4° C
SS (Stop Solution) 5ml 10 ml 4° C
8-Well Assay Strips (With Frame) 6 12 4° C
BT 1 1 R

*ERRET, IHEER B OLEER!
#7~: NC Negative Control J& AR5 FIELLIDNA, & 0%0115-74 H it A e,
PC Positive Control /2¥%H ZALIDNA, 5 1% 5-#5 F 2L fgms ng.

BRIARGE Grrvisin., 4@ cli-20° ©
B (1) KAAENC, PC, SI 1 ES #E4fitfE - 20° C
(2) #H41wWB, hmAb, DS, SS f18-Well Assay #tfi#f74° C
(3) KBS BGHELE HR
oR: 2 BT B W B (10X Wash Buffer) /& 75 & 4 £k IITIED.
AR, HRERBTC CTIA, B ShVTIE MV A S VAR,

Pl

P i
JSKDNAYE AR 5 e BRI (B i) il &R K ZIDNAK H & B 2 Ik
&G AR A LSS, R, 3 B, 2 A, 5 R AR 5 A L, B B A VR ) AL, A L
ML, M/ MIFFEAR RS FEA. i JC & & A D> B AR B0 WA IR T I 5IFE
nn*ﬂﬂlﬂAo AL & FBEDNARTIUEEDNA, B 7E200bp 3] 4 K AR IE H

DNAKIAE:
B HTDNAR)_EFE 8420 - 200ng. #fEDNARIHIA #8100 ng, /&3 s f g, 4
ZUREA 18] [ B AL IIDNA S B — R /N T-0.6% 1) S DNA.

Layisrup S
Mﬂ@%%ﬁ?ﬂmiéﬁiE@ﬁll—?ﬁﬂ‘lﬁiﬂ@i*?%ﬁlﬁz TFLAR BE TR A B RA Rl 23, A
S 2, IR/ MTE A o, AT 5

LR ] BRIk +86-10-52406250 BARZFr: tech@aderr.com
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EE:
Db B BH M S RA MEDNAXT R . — AN bR 2 v] DLIEAT (35 FH:0.02% —

1%) B AN (175 AL I DNATT DAV BHPE XS I . BRI Ay 4 25 R4 1 Sk i H AL R AN )
(1), MK E BIH LR, N IEH AR ) X3 FRATHER [ s i — ko, X R ] LAORIE(S
SR SR A IR o XA THE AR P AEAN R BIREAS, T8 400 i B BURH X iE B R
¥ H ZL L DNAF KT

TRt -
N T RE G A8 S5 R, N ORE S BTN o ZEAE RS MRES IS RIRAAFEA I, 22 %
ISk, EREADLRAEF PR ERTE. HAFRE G R R, L A e 8

— R
JRI%:

FHLEAADNAL AR 5w B8 INRG & (Heaik) mER=, ST R E I SAN A A 72
fEFE IR T RRE B RRE . PRUE T T I R IR A A AT 1 S AR o

JRERUE:

I B 0 SR I B A S 56 B AT LR AT 3R R B 3 -tech@aderr.com . #4471
WEHEFER S5 FRATE RQQ: 1951545998, 11 S 18 45 A Aa 7 WL B35 1 B2 FH AT, 2 77 i M e
FEA

7o oo
X TS0 N B3 AR, S286 58 S AC & 22 4 (AN, — R M T 28 R 24 (R B 4 R 2

FERmE
VBRI BOE S s S ST AT 72 b, DR s MR RE AN . IXAMRESE R 015 B2 T Rk
B AR B AR S AT . IR, A R i m AN O R Ak R P B A

A5 I PR A1
SADNAFE HUIERR 5 & S h Rl a (Re i) RN g, A& &2 W sh 7 i
H.

\W

R

MADNAFR B AR 7 e AT AR & CRhygs) A A i B B 5 vk, 3R A0 7 A
B ZRAL .

7 R -

SR DNA B H A 5 e BRI & (Ehidk) s s maail 438 R4 52 B S0 By
WA A RG] R SEE T, DNA B[ 27— f DNA RN REJHIFL E, HEALIF
B el 250 LA A A LA R 0, TR AR A L EXAE 450 nm AL OD fERE & . BRI
DNA (55 OD H AR R, A LA AR & SR B J7 R R i By A A [3] 1) HH 3646 DNA
FE it B AEDGT RS AR AS Bl o s vf b 26 56 42 58 B 5-hmeo 5 13 AR SR BRI G LA S =X,
ARG AT L T S A AR 1) 22 B RE T 2, B FE RS TR AR B AR A S A
WAL IR ZE L IR/ LT R i LA it o
[CBERlR ] e it #igk: +86-10-52406250 HATHF: tech@aderr.com
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HHRAHRY BT #E: XF 5-hmC

5-hmC A& RAE SN LA I, H B S BEAE I T K 5-hmC {ER WIS A& 5% 1) 1)
Renl it 5-FH AL B g (5-mC) AN [F] o S RIINE N IEE AR B AN Ih AL, B 74 e 7
BN RIE S R AR E EEERH .. 5-mC IR IAERAIASAE Bt DNA F
FAFE, WA NS B H SRR FE 221 22 18] 5-mC AR i 2 57 EFRA TR
DNA 72 H B4 e A A AR 2 1, FRAT I A A I AT B2 () 5 7 42K A 5- hm, DA %
[X 43 5-hmC Al 5-mC.

5-hmC # 5-mC KX 5l

B i TR DNA B4 43 Bt 75 v A G R i) pAy )l 7] R0 ST et i S 568 5 10 7 1k e 1 o i
8¢ MeDIP /-F ] MS-PCR Al /77, XL+ ARHAIE G HRA M 5-hmC, FNE S 5-mC HH5L
AR X ITIE X Ay TER . N TR A W, FREVRRIFE] T DNA F2R S A IR
FIE (T IETR) ARG G L T — PR BFI0 52RAG I 552 F 3640 pms g , 3 HLIX 43 5-hmC,
5-mC, Al C, {150 7t s BB PRl A A 17K DNA FREEAL (S B, tAERS 785 FE H b -4k DNA
FHEL.

BT, — M RIS IE R R @ 4% N 5-hmC, ELZEZ BRI ARG T4 i & %
Blo 7E19524F, 5-hmCH— K RIUETENR RN . TEM LA, B2 i1 H S e v S fk
Fr=E, 12— MBI TIEEE AIDNAH BEF R R 5L (A S — ANV o T THI 2 H g i
b, BRI

H\N,H H\N/H H\N’H
N/’)/H NP~ -CHs N7 | CHZ0H
o)\n O)\N ! O)\N/
| | |
c 5’"0 hmc
R EF DNA FF3£1k DNA A DNA

T-C-G-T-C-G-A-C-G  T-"C-G-T-"C-G-A-"C-G T-"C-G-T-"C-G-A-""C-G

FAl, ERWBAL 5 5-hmC S Z I DIRETIAR S — M. 2RI, — &5
WA e e R WL B Gk AR R RE Y, U
IR R B B Rl B T2t 5-hmC #yisE A

B 8 2] K B /N ORI AR 4 B 2R AR S DI AT 7 5-hme g &, TS 2
45 55 H HPLC Fl LC-MS 17 32AH o sl (s AR &, WAL AT B IR AR I NS 0
WAV S AP R T = E 1 5-hmCo [, BFRERIE SR, 8 AR SR 45
T 2H 23 5-hmC 23 31 o s B AL B I IE (5-mC T 5-hmC RS AN) IR 32%F1 16%. I, TESE
J P86 4 L 2R (HCT116) A1 25 #5078 ZH P 28 (HeLa) 1, 5-hmC [ LE ARG, JLF3#A .

—URZH R AE ISR, SR AL e, S-HBERE e, Ss-RIEMImEE, CAKk

BUE NN A H AL RRG T4 b . AT, X B mr iR rEe 5-H
B e (AL S AT B, A HEREAT TET Bl SR 2 K RN o

[ Rl ] e feigk: +86-10-52406250 BARZFr: tech@aderr.com
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5-mC 5-hmC 5-fC 5-caC C
NH, H o NH, NH, ; NH, NH,
| | i
fl TET ! | \/N& TET ; I lTET i | l DG | l
> RRECUMY 5= —_— =
N 0 N o) N 0 N g DEN N o)
“6#;\“ S . o - il o~

XSO BRE B . N E A R R 2UFE R 1 3 R D RE P A SRR A,
i DNA 2 R 25 R AN STy 2L

AETHANE R ARSI 5-hmC 7K, X5 DNA FEAN A A BER s BE L AR o )84k, 2215
WEE, JUHREE. BT O EOR . HPLC FIBTIE A BT TLC KA 5-hmC. {H
&, IREETHERENS, EEAR, SRR, N TR, FATRSOR FIBER L T R
FH 5L 1K, DNA 5E SRl 14 77 125K 28 SA il 5-hmC B R AL (1) DNA R PR N IR e AR 52 R R
1€ DNA S256, ALt T Sk DNA BREER 5 fRNRA&E (Has).

AR B DR s AR

o HUE: WML, BARMEMNFEE 2 /M

etk MALRRA &y, RYEMEIR, HEKW “fEES7, REm b1,

FHEdE: [ e R S, A HER 7 DNA AR PRI AL A R 5 1 5

REPE: il FIRAKE 0.01%1)52 F 4L DNA, fii N &1L 100ng;

ReRtE: SRR A5 S 5-hmC, TESFLIIREETERE N, T oK 64 fr P s g A 2 FE

() s i TE S PR OB, X2 FE AL DNA (5-hmC) 3E47 1 & — ARG T

o EFAL: PHMESIIMEXTHR, XA ARE R R L DNA RS AT 2 A2 4F 4 2
I

o EHIPE: FRUEDIFHEXT AT LS BIARAERN L, FTLLS HPLC-MS AHIESE, AR, XOR
Fis o

® RiGtk: MILIR (96 L) MIBEiHEEsLIbsE Ri%, TRt T a2 il & 44 i o
AT{E ARSI S50 26 AR a2 n—

HE: ETR—FES 2 48RKIE.

S

1.Kim, JE. et. al. (May 2012). Epigenetic changes of Arabidopsis genome associated with
altered DNA methyltransferase and demethylase expressions after gamma irradiation. PDF
2.Quadros, E. et. al. (May 2012). Vitamin B12 deficiency in the brain leads to DNA
hypomethylation in the TCbIR/CD320 knockout mouse. Nutr Metab. 9:41.PDF

3.Li, W. et. al. (2011). Distribution of 5-hydroxymethylcytosine in different human tissues. J
Nucleic Acids. 2011:870726. PubMed Abstract

[ Ry ] e itizk: +86-10-52406250 BARZFr: tech@aderr.com


http://www.kns.org/kns_work_www/data/kns2012/S_VOL1/pdf/6C/174.pdf
http://www.nutritionandmetabolism.com/content/pdf/1743-7075-9-41.pdf
http://www.ncbi.nlm.nih.gov/pubmed/21772996
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FREFERF:

SRDNARE H K ) e AR & (L thik) B &4 DNA ¥ F Ak e Al i fr
FHiAG. fErLIe, SRR H B A SR AL DNAL & 2 45 G EMALIR b FEfaill sk
I5rH, DNAME [ & /£ —Fh AT DNAK B e /1) FL L, SR H AL A BR W IR P LA S il bt
PRGN, SRJE M FHES R OGN 450 nm AbITROGME, XTI E R, 2 IELDNA

1) £ [A) N = 1) O DAEL & EL A5 o

16 | y = 1.5444x+ 0.0967
R?=0.9971

DNA £5 G AL

0 T T T T T
0 02 04 06 08 1 1.2
5-hmC Standard (%)

KM 52 AL Jms e AR i, 4451
2t ELAE O AR 2k
VelifL, ARIEmAKE

RN SIEAERERi
08
07
B MethylFlash Easy
Zi MS-LC
Q 0.
<04
(]
eI F A B e A7t X o3
S N 02
ok, REMETOLE.
01
0 . .
« 2 Q&
0@\0 \\Aé \b“é 'b&é' & \\*\Qo
NP, . s S PO N 2 Q
WO SR A P DNA 2 FROEE I 5 s BeRr Tk  CLE F & S
- RS & RS

i) WK,
RS DNA #2 LR e AR & (ts

2 R BER A AFRMENAR DNA F£E. 5
HPLC-MS SRAFIHIE R LF— 2, HEE R,

[ Ry ] e itizk: +86-10-52406250 HFARYZF: tech@aderr.com
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H¥%

EEHM (B&, AAEPARE, HEKR QQ:1951545998 JWX)
v 8 ImiE A

RS IR Sk

FEFRAX CATHZEN 450nm AbFIMOGAED
1.5ml T B0 A

37° CHFB M

B st A LR A et 1

AN K

1 X TE buffer pH 7.5t0 8.0
JEOGER H AU 1Y DNA

Hemx

NN N O N NN

£ (=0

N TAFE|ERARR SR A5 I, 1 A SEER TT 4R BT I S P B R A #R A T

oY sy

DNA #AHFERIEE: i\ DNA MXT4EEE, 260/280 Lth3>1.6; w] A F/KER TE ZmioRHiks .
BN DNA B 20ng ) 200ng. (H2, 73R AR, AT DNA 1fE R 2 100ng/fx

8% o

DNA #2B. &A] LAR A E S5k 2 DNA. FA Al 4R 4t — 25 i & f S 4 DNA $2EGAF &
FERAE O MEER, UMES %, (B 14 T A0 R TH).

DNA 77 1REUWZEF A DNA TEMEFRTATRAE T 4°C () 5i-20°C (K#) BE=fEA.

1. #HE& IX BHREHHE (wash buffer)

48 K friAA A 4 13 ml WB 10X JEPEZE RN E] 117 ml Z818/KH, FE1% pH 7.2-7.5.

96 A/SziAA A 5 26 ml WB 10X TEVEZE I N E] 234 ml ZE48KH, FEi % pH 7.2-7.5.
¥ RN WB ISR mRINTE T LU AETE 4°C A T KIE 6 M H .

RN RSN E, Tl TG A AL LA

Reagents 1 well 8 wel!s 16 wglls 48 we_lls 96 wel!s
(1 strip) (2 strips) (6 strips) (12 strips)

Diluted WB 2.5 ml 20 ml 40 ml 120 ml 240 mi
BS 100 pl 800 pl 1600 pl 4800 pl 9600 pl
5-hmC Detection Complex | 50 pl 400 pl 800 ul 2400 pl 4800 pl
DS 0.1 ml 0.8 ml 1.6 ml 4.8 ml 9.6 ml
S8 0.1 ml 0.8 ml 1.6 ml 4.8 ml 9.6 ml
NC N/A 2l 2l 4 pl 8 ul
PC N/A N/A Optional 4 pl 8 pl

2. HEEIRHEELR

RN oul ) NC KMike 1ul ) PC KA MFER PC. 7o 0ia . MU0 T HIEEHS, PC, #REH PC

AR ] e IR ALR: +86-10-52406250

_8_
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HINC kel 25 6 MRkl AL, RIEEE MRS,

Control PC (2.0%) Diluted PC (0.2%)

0.02% PClwell | = 0.0pl | + 1.0pl | + 9.0 pl
0.04% PClwell | = 0.0l | + | 1.0ul | + 4.0l
0.10% PCiwell | = 0.0l | + | 3.0l | + 3.0l
0.20% PClwell | = 1.0l | + | 0.0l | + 9.0 I
0.40% PCiwell | = 1.0l | + | 0.0l | + 4.0l
1.00% PClwell | = 3.0l | + | 0.0l | + 3.0pl

3.

AR ] e IR ALR: +86-10-52406250

T UL MBS ol —fhrEfh 2, @R L. (B8R 12 L)

a.

o o

o

DNA &
RAEMILR R E, LR 2 48 i iubmk th 22t (T 96 FLIBeit, 7-12 S5 FLRAEAREAD.
FEARFNRT REFRATR VO E XU, IFFETEEMAN, ANEKFIIFE.
Well # Strip 4 Strip 5
. NC 0.20%PC Sample 2 | Sample 6 | Sample 10 Sample 14
B NC 0.20%PC Sample 2 | Sample 6 | Sample 10 Sample 14
C 0.02%PC 0.40%PC Sample 3 | Sample 7 | Sample 11 Sample 15
D 0.02%PC 0.40%PC Sample 3 | Sample 7 | Sample 11 Sample 15
E 0.04%PC 1%PC Sample4 | Sample8 | Sample 12 Sample 16
F 0.04%PC 1%PC Sample4 | Sample8 | Sample 12 Sample 16
G 0.10%PC Sample 1 Sample5 | Sample9 | Sample 13 Sample 17
H 0.10%PC Sample 1 Sample5 | Sample9 | Sample 13 Sample 17
TRACH € LRI 2L R . VOISR BB EAN T EM AL, KB B arh CEE I, 17
T 4°C 1),
wotFRAPEXTREFL: W8N 100l BS A1 2ul NC.
o ST F AT ERAL: ERE R A (0.02%-1%) ¥RHN 100ul BS Al 2ul PC KexhilbritE sk (B N
BIVERED o
W FREARTL: #I0 100ul BS A1 100ng HIFREIEEA DNA (2-4ub).

EE: (D) NTESEIGE5, RS EEPRALAE, EEIMAS MR, (2) XTI, EA

[ AL T 4t (0.02%, 0.04%, 0.1%, 0.20%, 0.40%, A1 1%) =, £FLIK DNA S & E:
100ng. FH X HE 23 BT 5 B AR 43 BT A2 JBCLE [F) — 2% A ogEAT S8 9 HLAE IR 43 #r e v A il 4%
FIFTRIARHEMNZ . (3) MBI G IF RS BMAR R E , FEA DNA IR RIZAE 2ul
WEZ, [HREAEHIT sul. WRFEA DNA FEFLAE] 100ng, HRIESEEJFEE, @idiHE
FHMEXT I DNA %, 51K DNA 3R, ROZAESE, HINEREE 5-hmC. (AT
TRk NC,PC, FIFEAS DNA S8 VR INEIALr, EMH FZ HIKs DNA FEATR I J KA W3 At Sk i
7E BS WAL, WRAT 12 IR MESINEEARES, CRUEA IS REAL A I REA R R SR 1, O
R BTGk .

e. N—1A B 54— B IR TR A B R SR LRI &, B ORI 5 AR 1 43R o
FARR A 35 B A DI M 28 35 25 fLIRIEAE 37°C F, IR & 60 34t

f. EREAME MIEJE 10 28, #E% 5-hmC MRRNBSAR: o 1ml FR M WB 430 ul i
hmAb, JE&SRFEEIN 1ul /5 SI A1 1ul ES. BE.

HFARYZF: tech@aderr.com
_9_
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g. 1 60 AEIINER /G, # BS 2 A ML . BRI 150 W HREN WB. T UL
Yokt AL, ARV LRI R IO WB, AT 7 SR .

4. EEEA DNA HFHIRAE SN

RN 50 pl (1 5-hm C IR RINR AW B FLE, 2RJ5 S il T3S ALk 50 4.

MAEFALFE 5-hmC KSR & W

B 150 pl FFER) WB TEVRE MG D — AL, BRI ENE Ve .

PAFIZR N 50 pl ff) DS BGAFLA, ARAT: [N, 2 I0E M et v 7 sei FD T . B3R

ST 5-10 I = IRIF & 3-4 b WEFEAFLAG I B A . Fid) Lok, DS 18184

W, R 2851 H AL DNA. — Bk, NC g AN R AR .

e. M 1% PC fLP Bt AL piRiE G, $ZHBFIEAL PRI 100ul SS SRLIERHE KN, ARAT: [F,
2@ R A N T SR P AT o BRIRE RAR T IFERY 1-2 208, SRRAKRMNTE A% IE, 18
M SS &, BT, E2-15 708, N FHEEFRUAE 450 nm 64T, IE IS BOROGIE .
W D REBIELE 1-10 408, WTRESA AR, ZEBEAKEE, MMUUEEAREIER
3-4 535, 2) WIERKAAE SIALIR UL, HAREEE] 96 ffli .

o o T o

5. 5-hmC%it&

N T TR EALDNAR 1 70 b, 1 58 B ] — i i 2 21— > ODIE S PCAEAN K
FERIE b HR, T ZtE [ A 2 bR AR (OD/1%) FF e AHR AR (B
150, Z/DIEFTHFEAMNKE 5D HIbRHiRZRIT . &5, #i5E WA R DNAREA (A X
HEEAIRAS AT RUEE AR A5 SR (L DNAR 1 73t

Sample OD — NC OD
5-hmC% = X 100%
Slope x §

S HUKDNAFEARIMIARE #47: ng.

TR 2

NCHF15 OD450 7£0.065
FEAH P OD450 #0.305
R&EZ OD/I1%

S & 100 ng

e o 22195 7 0.075 4 1g0s = 0.13

1.2 x 100

E: D i HI5-hmC%=5-hmC/EDNA (A+G+C+T) . WHE5-hmC%{E A5-hmC/ (5-hmC+C) 7#7F,
fa] FL b BRVE T HH5-hmC%, Wi AR e & &R A . Flin: 75 ANZEDNAH, JmEngE & &2

[ Ry ] e itizk: +86-10-52406250 BARZFr: tech@aderr.com
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DRI SRS

21%, K, 5-hmC/ (5-hmC+C) #£0.1%-+ 0.21=0.048%.

2) AR 2T Ods MR MR 1%PC.,

B DA I K P S e TR R VLR (155 53 s IXAN5-hm CY 3 m] DUE I % 4 2 T ik mA, 534k CR

B3R
B RRE
HHIR e | ) RE ) 5 BEVUR R T
FEMEXT FE S RE | AS iR iR TERAETF WA — 20 AT R AR 208 T, R B 5 4%
¥ EE S FRI Y A I 201a A &, Sdsn.
TEMIAN DNA S5G%mMilz | TEINBAPEXS RERTRE A 2 5T R AL I A B Bt
A, LA HHiE b
FURHE - 5 A 52 W Al | BRSO 22 45 A} s 1848 b SE sl Al 7 LI, W (R VA
BS (Z&WHD ik, AL
5% 75 o T R AN T A Hff ORGP 5 BT B ARG R 2 TE A ) HR R E T R 1 L 1
EIEARHR D 8AS 2 BRI N B 2% AL AR B B P ) BRI A2 70 2
AN TER IO B 1A R 2 R @ IO B BE (450 nm)
YAPEBAT AP B BE M | BIA T I 2L 2 Bl 0 224 B TR i A7, R R IR SE
Aib W, AT 5.
IBAPEXSHETE | 7226 3c 2B PC CBHMEXT D | BRI T A2 85K BH 5T i DNA
5585515 | DNA NN A
5 YA PC (BHIEXTHED FIAE | 44 PC (BRMEXTIR) #i fid B A RAE T o 25 =T iz
2 ) it A7 1T A A 5 A7 2
BT B AT | FLGEAN o B 2 7 A AL MR T b () — 2B e IO AT 1 K
T 5%
FH X HEBRE T DNABE TG 32 | 78 00N FF AR B3 RH M 0T BB, 3 DR FLAS B 5 G Bl o0 b fsf A
15 Bk,
RS ENNEIDN IS FE55 Aa S5 R0 B I TR AS S B 2 /)N
RrALhoN:s TE2E de SBINAN SS (&I #, W/DTE 4d SR
i [
SAMERR | ACFIMEESI A —8, SE | 7255 2 5, SRR MG TE BneE . i 2B
N IR R A B R R TN R R R P IR R B N, e A
% 435\ DS(Developer Solution)#1SS(Stop Solution)
i
BRI AS — 9 1 00 A IR [A) B4 | 72 2 AL B 5 Al A i A iE . # £& DS ( Developer
M, SHEORNAELZ) | Solution) A1SS (Stop Solution) [N . FfREERE
I T oK A SR E R R SR o LRI NAT AR 3 T A
WA IR, UG/ MR R (Hedn: 1uD 584
BN ZIFLA . RERIEE AN DNA FEAE IR 5-hmC
RO IUVEE BV T
HALEZEFR | RS ISR A —2, | BRI A RIS, F#l.2 DS (Developer Solution) #l SS
PN BN AR AT | (Stop Solution) Y R 42 AN . 534N

Ko

s ZEE R o

— LAl AR A U

FERE— DRSO B D, B ORVEBOE 72 s E .

[ R ] 2 fr#iek: +86-10-52406250
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T RN LSPEE R E SN/ IVN
F 4L

ANEEVERE WA Rl FLIK AN R I G ], BT IR RS (E R
T o

E5 4d 1 4e Brh, WAL

BRIFEIEI KT RESIRC T 7 4 (A LA B 2

1% (1138 S AL P IR A . ANEHRE

AR, AEMAR | AR, EHRFENZEERER, LR
FEIRE A R AR NE BE T T 2 W AT A2

AEFLAHR] Kk A AR U R FLAIA 2%, 8 G Kl
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Use this method when the standard curve is flat due to high ODs starting from the lowest %PC.

a. Plot the average OD value on the Y-axis versus the known 5-hmC percentage of each PC point on the

X-axis.

b. Graph the second order logarithmic curve* (also see “Example Calculation” below) and obtain second
order logarithmic regression equation:

Y=a ln(X) + b

Here, X = 5-hmC%; ¥ = <Sample OD>; a is Slope and b is Y-intercept, respectively.

* Microsoft Excel’s logarithmic regression function can be used for easy and convenient calculation of

5-mC%.

c. Calculate 5-hmC% of the samples based on the following equation, derived from the above equation

5-hmC% = e

[(¥-b)la]

+8Xx100%

Here, S is the amount of input sample DNA in ng.
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The example positive control ODs are as follows: L6 - y=0261n0)+ 14736
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5-hmC Standard

“ The average NC OD is 0.06 and the “* standard curve generated with use of
sample OD is 0.591. the positive controls.

Data was graphed using a Standard Scatter (XY) Chart in Microsoft Excel. In the figure
above, a = 0.261, b = 1.4736, ¥ = 0.591. Input DNA amount was 100 ng.

5-hmC% of the sample was calculated accordingly:

S-hmcs = glL(0-3917L.4736)0 /02811 L 140y 100% = 0.03%

Jrik—: M2 W KR 55-hmC%

Use this method when the standard curve is flat due to a saturated signal intensity at high %PCs.

a. Plotthe delta OD values (the ODs after subtracting NC ODs) in the Y-axis versus the known 3-hmC
percentage of each PC point in the X-axis.

b. Graph the second order polynomial curve* (also see example calculation below) and obtain second
order polynomial regression equation:

Y=aX’ +bX
Here X = 5-hmC%, ¥ = sample OD - NC OD, a and b is known slope1 and slope 2, respectively.

*Microsoft Excel’s polynomial regression function could be used for easy and convenient calculation of
&-hmC2%.

¢. Calculate 5-hmC% of the samples based on the following equation, derived from the above equation.

(5 +4a¥)"’ ~b

5-hmC% = =S x 100%
2a
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Example Calculation: y=1.4973x2+ 2.4016x+0.0037
Pv s 1- R?=0.9994
The example positive control ODs are as follows: —
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“ The average NC OD is 0.06 and the Standard curve generated with use
sample OD is 0.262. the positive controls.

Data was graphed using a Standard Scatter (XY) Chart in Microsoft Excel. In the figure
above, a = —-1.4973, b = 2.4016, Y = (0.262-0.06) = 0.202

5-hmC% of the sample was calculated accordingly:

[(2.4016)% + (4 x -1.4973 X 0.202)1°°° - 2.4016
S—hmc% = = 100 X 100% = 0.09%
2 X -1.4973
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R PR

1. “FrVURHIE" R, KT AV E i LR E 7R
http://www.aderr.com/cn/main.php?m=2566&t=3623&id=21290
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http://www.aderr.com/cn/main.php?m=1349&t=3606&id=20763
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http://www.aderr.com/cn/main.php?m=1349&t=3606&id=20739
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http://www.aderr.com/cn/main.php?m=1349&t=3606&id=32209
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