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RNA Fluorescence Labeling Core Kit(M-VILV Version)

RNA Fluorescence Labeling
Core Kit(M-MLV Version)

TaKaRa Code TX810 103]

| E HE2 RNAE FHOZSHE AMANISY HIMAE YE kbeing kit 55| DNA chiplDNA microaray) 822 JHLHE|2AC}
B HES AI25H Ao| HUMAZE TSSE HLEA cDNA probeE ZH[E = U0, MM =2 HO|EE H2 $+ UCE |
B T0IME 2 HEMMLY Veson2 A8 Alsiolet HOIES] SoIMNS AT HTIAC §

W A&l : & kit2 mRNA2| Cy3™, Cys™E Al Tt
O|Z probe2 A}2% DNA chip AlEl cl|o|E{e] Ro/A

(2]

i kA £ HL609] A total RNAES F &332 Oligotex™-
dT30¢Super)>mRNA Purification Kit& AH-3t] mRNAE ZA| skt
mRNA 7} 1 ugS RNA Fluorescence Labeling Core Kit(M-MLV
Version) & Ab&stel Cy3™, Cys™E zHz 835 2]8ko] probe &0
2 &gtk o] ¥ /2 £%89] Human CHIP 1K Set I Ver.
10(TaKaRa Code X1071)AHell A 65CollA a3 hybridizationd}t$i T,
A 5 Affymetrix®428™ Array Scanner® scanningdled, 34§
software ImaGene™ O 2 t|o]HE 845}t

T2l 1 Hybridization 2Hat
=AM Cy3™ signal ; ZAH: Cy5™ signal

(ze]

[zot 2 D

Hybridization 342 18 19, ImaGene™ 9| )44 #}(Scatter Plot)
% 20 JERASATE Cy3™# Cy5™7He] signal ZE HA2 global
normalization© 2 A Th I spot signal®] Mean(¥+%])°] ZF spot T+
9] background signal®] Meant+2xSD(EFHH M} 2 3 2

9
& @l Ao, £ s G 2 =
o zAo] Zrash Az S HolHE 2 4 At

flt

N

AT 4 signal® normalizationsF9] T, o

B okit2 ZA)5 E43% 4 cDNAE probe® DNA chip A3 S =2 signal 10° -

57t 748 hybridizaton 3PS AL 5 YATHIY 1), B kitE y

AR 239 mRNAZ 299 BALE ASde] BEALD 5 "

54 ¥ 5 9ok 2

1Y 29] Scatter Pt Cy3™3} Cy5™ A|29] signal H]7} 1:1(AA4) %

A), 21 L 12 (5A4)9] AS 0|24 vepith & A6l S

E 22 NEE 27 Cy3™g Cyp™MoR FAElY OB E 111 91X g0 A , ,

Aol REZ AolW ZRAAE FAsTh o 49 A L

Cy3"™ S signal Z=

Cy5™/Cy3™ signal ¥]¢] x|} EFH] AoA FE spote] %%
177:13%F 1:177 W& goll, = F8 spote] 9%+ 211:1r+ 1:21 W
5 9o Bxdvy FHL B M T F/Y ARl frel
st % signal®] HI7F 2:1 2 1:2 W9l <lof 9}2?1 ok 999 A1
2 foe wdAet des & F AUtk

21 2 Scatter Plot
XE2 Cy3" signal, YA Cy5" signalS LIEHCE TT2H= = M2 Cy3"
T} Cy5"™9| signalt|7} 1:1 QI AR2| O|2AIE LIEHHT, M2 211 &2
1:2 01 A9| 0|2X|E LIEPHCE cy3™, Cy5™2| T2 signal spot2 MO
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TaKaRa Miniprep DNA Purification Kit

TaKaRa Miniprep
DNA Purification Kit

TaKaRa Code 9085 503|

110 misl CHEF HHRIOHOIAY 10K 20 us plsmid DNAB ZHIE % P
| EJ4J%=‘0|IJEHEA}§E-‘FMEI 7777777777777
EE.‘EI(HMEakaIne 7 profease é lilgl%ﬁ?i%?»? IIEIE{ ""&1[ y 2X2 ngl%ié 77777777777777777777777777777777777777
e nockased] 2818 2 812 B + 0| ek DIHEF OIME S plsrid TH B s

| |
| |
| |
| |
| |
| |
| |
| |
1 3
|
48602 8) - ms3 |
! -
i Cell Suspension Buffer 20 ml i 1) X2zt i
- . = = |
i Cell Lysis Buffer 20 ml L gEA AE7 9 cumng AFEEH coumnoll plasmide] E2Ho) !
I | . _ - I
i Neutralization Solution 30 ml i Z Ao dojdth Alkaline SDS A2 AoA = A lysated] DA i
| _ - B _ |
 Wash Buffer* 20ml i 8 & doj7 A3 (plasmid 23S columnell FFAIZ F HlE 4 |
! -
i Alkaline Protease Solution 550 ul i A EZe 4 9tk Coumn M4 22} plasmid®] #2] 22k B3 i
| |
i Nuclease-free Hz0 13ml i AAEEZ N&SHA AA & 4= 91, oF 308 Tl plasmidE ZA |
| _ |
i Miniprep Spin Column 5074 LAY 1 3R, i
| |
i Collection Tube(2 ml) 5074 i !
| * Kit2 AF236}7| M0of| ethanol 35 mIE &7t5101 ZZ volumeE 55 mIZ SiC} } i
|
| |
‘ |
| 1
| Cell Suspension Cel Lysis Buffer Alkaline Protease Neutralization Solution |
; Buffer 250 ul 20 4l 10 4 350 4l ;
|
| 3
|
| ] |
| . |
i : :
| 14000x g |
| 10 }
| |
3 7 |
| |
| |
CHRRR iysate Nuclease-free dHO ‘
i %ﬂ’é!’e,"é!y(sglasm\d gt Wash ?;ﬁe{éo + Ethanol) e i
} 23] 250 ul |
|
| |
| |
| |
| |
| . ; , .
| £ : B | | |
| & . . |
|
| 13| columne 14000 g }
} ¢ 14000 g 12 A microtubed| =2 |
} Clay A7t o 25 Sct |
i / 14000x g 22 “HA ) I
i Collection Tube HA + | QSL Eggjmd i
1 B2 |
i |
| |
| |

|
o
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TaKaRa Miniprep DNA Purification Kit

2) Alkaline protease XIZ|

7129 A7t AAZ = WAHA endA nudeaseS A3 AAT &
910, HBI01S endA th3gFolA pasmidE ZAshe 2$-, vhAgt
ol phenol ﬂiﬂ af|oFslt}, E kit Cell Lysis Buffer(&Zao) =
M EL3] 2T F akaline protease AT E F7}5l] endA nucleaseS
AAGERE endA" NAFFANA ZA S plasmide] WA endA

o~

OE

8) AT} 2z

A plasmide @Ol LFEA] FL FEA02 AH AGFaAA,
DNA sequencing 5 A& AHE 3 4 Qo] ML 9] ethand FA

o 24 Yo oy E .
£9 7717 B2 girh RARIAE B ki

o] DNA sequencing, A|8+& 232, transformation

2 o|FojNEE
FZ% plasmids A3

Toll AHgate, 22

o=
..1___1_‘___1_ r

nucease®] Y& WAL £ Yeh( 1Y 2 Fx). AZE FRletATHIYES 3Hx).
I DHbe, IM109 5 endA oA plasmidE 2418 7%+ alkaline
proteaseE A 2]e P27} (Ut} Alkaline protease®] &4 pHY 90]4+ * Plasmid= 0.1 we/ul M3 SZOM 22522 =2 =7}
Bz, 25 24 ol BHL UehlA goHE WER G4g e A9 chanol 21 50| TAO2 Salofick
A8 a7t glek
Lane Plasmid DNA Alkaline proteaseX{ 2| Hind Il X{2|
1 PBR322(CHZE) -
2 +
3 SFLHET DH50|A
ZSH[St pBR322 + -
4 +
5 —
6 = +
7 ZZ=LHAHT HBI1010{|A + -
8 =Bt pBR32 + +
9 — —
10 - +
M Marker(A-Hind Ill digest)

2l 2 =3 2 DH5e(end A7), HB101(end A")O|A Z=H|8t plasmid pBR3222| Hind Ill %{Z|
wh = = .
L AR 1 L At 1
1
1A ! |
LW LA ol [Tl AT
J2l 3 & K2 AF2510] ZH|SH plasmid pUCT82| DNA sequencing 31}
=2 K2 MAS 03 g pUCI8E FTHOZ ABI PRISM377 sequencer®
SHAIBIQIC} AMEEH S ABI2| EZ protocolof FSICE
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(+): M2l; (-): OIA2|. Plasmid DNA2| H|SO0|HOl F3l{7} oIFE 2 i
lane102| Z<(HBI101, alkaline proteaseX{2| §10| Hind Il X{2|)% O|21LC}. i
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%E Inclusion body Refoldng £71 ZE 2 Kit

Inclusion body refolding 71 HEE kit

Refolding CA Kit

TaKaRa Code 7350 253]

WEE /XS UF OME0M LeiAlZl A SMS 717 7124 ChfEo MME= 240] ofLiz},
MZE L E83}8t inclusion body7} MME|= I} Lk 0] A CHE M 35S $I%}01

221} guanidine®} 22 HMIIE inclusion bodyE unfolding8t £, £ B 5]A{510{
refoldingFi 4)A17|= 0| Y¥HO= 0|2E|D ULL
0] YO refoldingSHE 242 AIZtat 30| 20| 22 =T refolding 20| %2 A7} %Lk 32 refolding Z=H2
2B L0f 24 Chlofl ZEtst 23 R2| StEtES AL25H0] refoding E8S =0/ WOl E1E|T UCh.
TaKaRal M= AIHEYH2t DFEE cycloamylosel0|5t CAIE ALZ3104 inclusion body refolding X721 ZE Refoding CA KitE 2i5191CL

2| 4 L2 SHAHE MESEATL2 Hayashi, Machida®| &3 ZAH0|CL

o>'
-_>-'-
i
=
g
e =
ol
ok
El

B Kite| L8

A2 TAIZF BER]

O
>
ofo

ol WY&} ofdelolAl 7t EYE™ o] A refolding
o] AslHER FoJeit}), T3k XE ZZo] 15 ml] microtube
oA o]FoIABZ A& THHSI

v

2 ol

i)

A Z(400 ul)
—100 19| 3% CASA
A2, ol YX|

& 15,000 rpmOi|A] 1027} 4A1E2]

m 2

ARBHAES B2 WG Bl B7hstel WA BEE 3
s, wad BAe $He AU A CAR A 1
AR AN AT A

folding ‘gg:_’ o= D]L—HH;(]

| 3y
8 M Guanidine hydrochloride T mix2 i _
4 M Dithiothreitol(DTT) g | | Moson body® SIS BAE
1% Tween 40 1 mix2 i e SSA B0 g7} )
1% Tween 60 1 mix2 i
1% CTAB | mix2 i Inclusion body S1EHH 24 4]
1% SB3-14 1 mix2 % 75 12| 8 M Guanidine hydrochloride
200 mM oL~ cystein 075 mix2 i <1 el 4m DTl'
3% cycloamylose(CA) 16 mix7 i o2 AR
|
|
|
sz o AE@ W)
B KES ncsion budy® R4 AZT RS reoding 238 4 1.4 mie} HIHE LA+ oL-oystein) S
z20o AMBAA L} CAZ 283 ZAAELO 2 refolding “"4% % [(HEeh 25%(1.33 m)of| AHEGH (1% Tween 40,
FolE £4E CAZ AHeLL Slth CAE cyclodextnn( e 17 Tween 60 i/ CTAB EE= 1% SB 3-14)E 1/202(70 ul)
9] 3} a1, d-glucan) M E 538 refolding 58S L]—ﬂ-bﬂl:]-_]_ B ’-9-7}5@ ZEH| Bt
THL Q. B ARS BARY rfodng 0% JES # Ioh | SE R RR LR
T AWGAA 2 CAE 5089 A §o wrEo T obRETh(w i 200 mM pL-cysteing 1/1002K(14 ul) H7FStCh
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|

Refoldingst CHHZ!

>> 28.. Life Science & Biotechnology



2y

=
bE Inclusion body Refoldng £71 ZE 2 Kit

W AEo 1: F2 refolding A&

(1) Citrate Synthased Z<

[UnfoldingZ} refolding]

24 mg/ml®| Citrate Synthase®] 4 U7 HedS 24 W335t

9 22 weh WA S 71t unfoldingdhy A2l 147 1

A8k9leh 20 el 14 mio] ¥ o] 24 AUTYALN(HT T

005%¢] Tween 40 &8 Tween 602 E3&d= 158 mM Tn's—HCL

pH76) & Z7kete] Aol 1417 WAlstt 11 5 ‘:‘r“d
g H7tste] AelA 1647 u

( [e)
Seelstel 49€ Hob H2BHL F49

el

ofr

ol
>{m

o

~ Of
o
of T

ol

f

=

@
%

ot
na

w599 24

+ 158 mM Tris-HCI(pH76)
- 0023 mM Acethyl-CoA
+ 05 mM Oxaloacetate

+ 012 mM Dithiobis

o] "kS-dlo] refolding*]7! Citrate SynthaseE 718k 412 nmol| A4 2]
AT W3E 27590 WAHYE A 97 $Ed07 A8
2 vER AT S EAEHS 100%E ste] MAF refoding
A 4& S
(zz]
AAEAA ZA Tween 40 2 Tween 602 AFEEIY CAS 06%9]
TEE(E kit protocaell Al FHIL Qe FE)E AMEE AL
Citrate Synthase®] At 842 86%, 100% JTHIH 1).
ATHEM (%)
Ch ZES=(%) Tween 40 Tween 60

0 0 0

02 331 34.7

04 66.2 80.0

06 86.2 100

08 88.5 100

1 100 98.0

= kit protocolf| M| FHSK= CA 2T SEE 06%0/CH 2] 20l aiE).

Alrhahd(%)

1
CA FZS=(%)

CA FZS=(%)

T2l 1 Citrate Synthase2| refolding A&
(2) Lysozyme2| &<
[UnfoldingZ} refolding]

15 mg/ml9] lysozyme & HAENS 24 u FH3sl (1)9] A9 7o
HAA R AFstdch 1 F 20 WE Fs 14 me] ol A
GAA LN (HEEE 006%] CTABY 2 mM cysteins E3ahs
Tris-acetate, pH76) 5 H7kste] Ao A 147F B89k 1 %

P

5 ]

off
i
1o
(@
>
i
n)l:
N
S
£

i

rlo
=2
>

- 016 mg/ml Micrococcus lysodeikticus 7 Z7+3/
50 mM QA UEF 959 (pH62)
o] uhealol refolding7) lysozyme H7Fko] 450 nmol| 4 9] &
Hels SAAn AT E A ¥ 45N FAE 7
&2 S48 4 TAFHS 10%E 3t WA4F refdding 4
&S SHskslth

= rlo H

ARSYAZ CTABE AHE3lY] CAE 06%9 HEFZ(E kito
protocololl A FHEIL Qe FE)Z AR A9 lysozymed] A &
3L 88%ATHH 2).

CTABE A3 2%

CA 2ES=(%)

AT (%)
0 0
0l 33
03 6.7
06 833
09 038
12 87.1

= kit protocoldflA| FHSH= CA HESEE 06%0[CH12] 20l siE).

ATHEAM (%)

CA EES=(%)

T2 2 Lysoyme?| refolding AJ&

B Y&l 2 : Refolding AlZte] HE

(2]

Citrate SynthaseE Tween 60 @ CA Tt PB-cyclodextrin(f-CD; =3¢
T 79 3} a-ld-glucan) S AMHESEO] refoldingell 8 AIZES 34}

=20
39,

gud

Kl
—

it] protocdl® refolding A17HS SO A5 9o f-CD
1A 7l 40% A & refolding® 27, CAE 100% refolding® o] &= A
& 5 AATHIY 3). 27| wet HEAT & kitEE TA
refolding7} dojus RS HolFo,

mlo rll‘ rhe THE
E'
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X 1=
ngl %E Inclusion body Refoking =21 ZEE Kit

o EEA

AZHE) (-) CA(HZ =5 06%) | ACD(AE =k 06%)
0 0 0 0
1 0 0 0
5 0 156 0
15 0 418 8
kY 0 786 283
60 0 100 36
0 0 100 462
120 0 100 548

Alhehd(%)

12l 3 Refolding A2t ZE

Biol. Chem. 273, 33961-33971

215-219

K.(2000) FEBS lett. 486, 131-135

1) Daugherty, D. L., Rozema, D., hansen, P. E. and Gellman, S. H.(1998) J.

2) Sundari, C. S., Raman, B. and Balasubramanian, D.(1999) FEBS lett. 443,

3) Machida, S., Ogawa, S., Xiaohua, S., Takaha, T., Fuji, K. and Hayashi,

-’F"'E.M JHA]

1 DNA 1000&!/base

M High Quality PCR Grade(HQ-PCR)
oAl cartridge column AFS

= 1 90% OlA

B Sequencing Grade(HQ-SEQ)
Ol HPLC tt= PAGEZ AX|

=5 1 99% OlAs

T AAI oI-A-I

) FITCQL 5 -Biotingl, 5" -XRITC&L, S-Oligo,
5 -OIAKSL 5 -01213} DIG Labeling, OI%=A,
Mixture, 3 -=AI3 LHESA, =AQD| S

Takara7} 21EM CHELICH
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(30 mer OI&2 05 OD)

Grade Size A
HQ-PCR grade 1~20 mer 20,0002
50 nmol2 OD 2= 21~35 mer 1,000&!/base
HQ-PCR grade 1~20 mer 30,000
200 nmol(8 OD 2= 21~35 mer 1,600&/base
(36 mer OlAE 5 OD) 36 mer OlAt 2,0002/base
HQ-SEQ. grade
200 nmol PSS
10D 2= 30,0002 =Jt

© a0 2EAL0I

13

Z=2A!l Set Up HIS 1000001 Z=It=lLICE

© Uegl, Eagtd, Aa8 GMP gade &tA0] A= YUh= 20/6H01

=NDJI gIFLICH
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=
)bE human Mesenchymal Stem Cells (21ZH2H4 7| 2 M| Z)A 2] =

human Mesenchymal Stem Cells
(QIZRIEAZMEN 2| = W EZ HHA] kit

BioWhittakerAl K| ZJLIC}

PROLIFERATION

v
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DIFFERENTIATION & MATURATION
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SHE - ASME - 2]M=E - AEZOM X - v v v v v i
o _ I L_=3j O -'f T i
SME - NSMERS Rats2s 4 |
77777777777777777777777777777 o E » i
7I'II__|’_ QAEK:EA 1 i‘_{) OSTEOCYTE CHONDROCYTE MYOCYTE STROMALCELL TENOCYTE ADIPOCYTE }
= - |
,,,,,,,,,,,,,,,,,,,,,,,,,,,,, R I
T 1 oRRIAZME(hMSC)2 SAIZ 3t |

TaKaRal|M= 7|1E2] Poietics™ AlEZ|=2 |
77777777777777777777777777777 o hMSC Differentiation Bulltiit®, Osteogenic |
Ostis TherapeuticAle] 7|22 M ZE (BotM Z &5 8) i
””””””””””””””” o TakaRa Code B3002(PT-3002) |
|

HMAE MsC ¥ HEHiXIE g |
77777777777777777777777777777 o Differentiation Basal Medium, Osteogenic 185 ml i
= ol . . . |
HEofsta ACHLfe Science & Biotechnology hMSC Osteogenic SingleQuots® 1 set i
,,,,,,,,,,,,,,,,,,,,,,,,,,,,, L ‘
|

- - = o . g0 . !
155, 42H|0|X| &=X). O hMSC Differentiation Bulletkit®, Chondrogenic ;
————————————————————————————— - (AZMEE3}E) i
|

I s TaKaRa Code B3003(PT-3003) i
***************************** o e : |
|

823 =) ofjstedct. ifferentiation Basal Medium, Chondrogenic ml [

017t MSC MBEEHXIE Myl Ditrentiation Basal e, Chondrogeri 18 1
|

77777777777777777777777777777 o TGF-B3 SingleQuots® Kit 1 set |
|

MEZSHZEY, AZEY XYM E 84 S hMISC Chondrogenic SingleQuots® Kit 1 set |
,,,,,,,,,,,,,,,,,,,,,,,,,,,,, R i
0j31 = [|oks} O 235 2= oIl O hMSC Differentiation Buletkit®, Adipogenic |
o7 S He# o olgz T U0 (x| M Z258) |
|

= TaKaRa Code B3004(PT-3004) ‘

2 HE2 9480|122 YMZ0|LL e i
————————————————————————————— - = ;
|

= i i i i |

x|_| F.*%S = A}%%‘ _Jls_ gil:l‘- Adipogenic Maintenance Medium 175 mi i
***************************** - Adipogenic Induction Medium 175 ml !
|

hMSC Adipogenic SingleQuots® Kit 1 1 set |

|

hMSC Adipogenic SingleQuots® Kit 2 1 set i

|

|

[ EZ] i
HZH TaKaRa Code R i

|

hMSC, human Mesenchymal Stem Cells(SZHAEE) PT034(PT-2501) 75X 10°/vial i
HEHH| kit hMSC Bulletkit®(B3238 +B4105) B3001(PT-3001) 1 Set i
|

7| =28HX| Mesenchymal Stem Cell Basal Medium(MSCBM) B3238(PT-3238) 440 ml i
71X} set MSCGM SingleQuots® B4105(PT-4105) 60 mi i

|

Trypsin/EDTA Solution B3232(CC-3232) 100 ml i

|

()= BowhittakerA} HZE F=QILICE
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