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ChainFree® V5 #54 RIP RFI& (Zh¥)

ChainFree” V5-Tag RIP Kit
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LSe) 7 AR B
FI8706-12T ChainFree® V5-Tag RIP Kit 12 Ik
FI8706-24T ChainFree® V5-Tag RIP Kit 24 Ik

P TR

AR £ K ChainFree® Anti-V5 4K HiAREL Bk K 7 2058 K V5 #5725 (GKPIPNPLLGLDST) fili &2 14 1)
RNA #3303 (RIP) SZ46. ChainFree® Anti-V5 BABR BB R 200 P2 M i % . DAL IF B ALRIA [ V5 9K
&, UL IP BB A F hiisR. BEREEYR.

SEIHTSEK V5 bR 5 H AR R A RE A S Bl & ik . ZMEEAJS, ¥ ChainFree® Anti-V5 BiER N AKE
A, BEER FARECH) VS APKBUIR S VB RS A B O RS S EATRME &, KBRRGEENMITG, Bt

HHEMES RNA, A gPCR BimiB &7 (Seq) ik waimit 5 HArE A4 51 RNA.
R & A5
9 5 e 12T Bk 24T Fkg fili f7- 261

@ ChainFree® Anti-V5 1 Zk 250 uL 500 pL 4°C, 14
@ LRI 7mL 14 mL 4C, 14
® B 25 mL 50 mL 4°c, 14
@ e Z 550 pL 1.1 mL -20C, 14F
® 45 7 2, (YR ) 7 190 pL 380 uL -20C, 14
® RNase # il 7) 50 uL 100 pL -20°C, 14F
@ A 55 pL 110 pL 4C, 14
10 mL &0 14 1 1

R ZRAAE S LW 12 8 24 DMRBFTRA, RN RN 20 pL B FR. BT R IP e A/ R
BRI — AN A PERT IRAL, PRI — s 20 5 A 2 AN OB iR

WO AR

1. A& V5Pifk (HT Western-Blot failll, #3427~ 575 FI0O1108) . PBS. RNase-free 7K. Trizol. £
i AW, 75% L8 .

2. FTHRANER: WEAIZE RESRF= RIS FIT101) RSN, MREEOHL. R SRR
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1. B2 RHRBUR R, ZEIEK R E T, XERAERT e oMk R A, FRAREs S,
2. APRERERISSNE, EEMHEEREHE . BHMIRELRIES .

3. WEHUMEAT RNase MERbi el g, k%,

4. FLRRES AN I OB TR MR E R R, AT RETR ZEOUA REAS BB K .

5. ATHEMR AR, 1§57 KR RIFS— T ERIE.

| BAEDE

1. FEARRME

1.1 FhY4aH

(1) SEEGAHATGEZH & H 1¥107~2*107 M, T4 PBS (RNase-free) 1&¥EAIAE 2~3 ¥k, ik 4°C 500 g
B9 5 min SWEEANEYTIE, IR EBREFRAL I .

(2) WA EFIK L, B4 300~500 uL HiA 1 QZAMRE MR 3~5 uL @ FE ARSI (9% 1%7m)
1.5~2.5 pL (®RNA EEM#IF] (4% 0.5%A M) , WITIRE.

(3) N T WA RYAE, BUFUK LA RIEMIEAET . WIARTCE A &, PTE TUK E2RE 30 min, JHE%E 10 min
AR —IR, FFK5s.

(4) 4°C 12000 g &0 15 min, Y8 BiG 2 HTHIJC RNase B0 1.

(5) HX 30 pL fE & A input, HX 30 pL {4 RNA input, FI4 T RIP 525, B Tk b 4% M- 80 CRTF

1.2 FMAR
(1) R4 K PBS (RNase-free) i&EPEHE414] 2~3 Ik, MR EMIMBERSY, WRFEANAGHAL, EHH
I 8 75 TR AT R AR o
(2) SIS R K E 0.1~0.2 g T4, HREIEMEF R0, BB AREHAM. HME RNase &
D
(3) HREAEE FUK I, M4l 300~500 uL WA 1 QZME M. 3~5 uL &% ARSI (% 1%7n) A
1.5~2.5 uL (®)RNA B 7 (3% 0.5% M) , WATIRA]
(4) UK |78 75 R A 2R VA R R AT
(5) 4°C 12000 g > 15 min, YE LIFEHTHIL RNase #.LE
(6) HX 30 pL fF A% input, HL 30 L /Ey RNA input, F4 M T RIP 525, & T vk &M 8k- 80°CHAE.
PR 0 SFEAARESE SRR CEVRRVESD AT CARE ISR B R B A AR SRR . B S DRI
RHTIRNEEFE BT, DARRTELREF . IR, FEARARZER MET 3 ug/ul, H#% 1~3 mg.
i, WIRFEA A HAREE (15 RNA SE IR, S SIS G855, LA INIaREAC R, [ 25 Ll o) 1 Jin 2 7 2%
TR SRR 1 70 P PR R, AR A AR RN T B O B R 2/3, AR I AT LA S 4 R B0
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2. ERBHES
T B SRR FE R A AR AT RNA B, 75 B A P A I R IR A 770 RT RNase #0077 B (8)10 mL &
OV, IMNSZIE AL R4S AL BT T 16 3.8 mL ()IEPE . 19 uL & F FIEHMHI7] (218 0.5% D 12 uL ®
RNase il (3% 0.05%#A D , IRAIE], K B4R, SECELH. WA SRR, 1R sEhrE = hE .

3. RNA &I (RIP)

(1) ¥ @ChainFree® Anti-V5 fizk I FEEIRST, RR4HE 20 pL #ERFIH I TE RNase B0,

(2) R4 200 pL EBEH CPIR 2 %) , EENES) 30 Ik, M4 FFE 1 min 3F3% B

(3) EE P H#ME—.

(4) FIREER OIS AL O REA RN R L%, BURSIM ERIEE 1 h sl 4CHE 4 h.

(5) JBUHEJI4E EEFE 1 min JEFE BT

(6) FFAHIIA 500 pL iEHE GBI 2 #E%) , BUEIRS) 30 ¢k, JHUHEI4E EFFE 1 min IF 5 BT

(7) EH LBERE—R.

(8) FHXMA 500 uL ¥ CGUYR 2 #E#%) , EfEIRS) 30 I HL 100 L AT & 0E T H TEAKN GriEN
B 1), P4 400 uL T RNAREL CBRIENE 2) , WS BIBHE 28 8 1 min JE3E B3, (REEHLER.

4. FEEEBRN
(1) [ 1 REER NN 20 uL 1 X SDS-PAGE _EREZZ M, 95°Cin#k 3 min.
(2) MG/ EFRE 1 min, WELERHEOES, HTIHEHEHEAK Western Blot £33

5. RNA $#E4itk

F2 IR DUR 5 R SR RNA SRBUGR A SRR RNA, $2EUE 9 RNA 7] T qPCR 286 5 i 8 Bl -

(1) FEL: A 2 MEERP I 40 ub @ TR, WIEEY 20 s, ORI EERIE DR 10~15 min: ke
£ 20s, 1000 g &0 20's, L/ I%E L E 1 ming UHE LiE 50 RNase 5.0 H, A 4 uL @D
AW BN 1 mL Trizol, =iRF & 5 min; 4°C 12000 g &> 10 min, B Ei&.

FR2: W 2 MHERTIMA 1 mL Trizol, =iR##E 5 min; 4°C 12000 g &> 10 min, B EiF.

(2) X 0.2 mL &7, WIRRAEAZI%S) 15, FERKE 2~3 min.

(3) 4°C 12000 g &t 15 min, "HUKAHZH I RNase E.0EF (ZnIHL 0.5-0.55 mL)

(4) A 0.5 mL RAEE, BUEIEGRES], =i T YUE 10 min 8 -20° CYLiEd & .«

(5) 4°C 12000 g &t 10 min, &JEA W RNA UIIE, & Lib.

(6) MM 1 mL 75%Z.1% (DEPC 7KB{ RNase-free /KECH]) .

(7) 4°C 12000 g %5.0» 10 min, ¥ Li&; 5000 g PRIEE L 1's, ANO RIS

(8) % RNAWSTJ=, fNA 20 uL DEPC /K8 RNase-free /KA fi#, - 80°CHRAFEL H 34T B .

R LERTR 1 CRER R RNA) , ATRERURES RNA: WR RNA & &A%, @UUEFE 7% 2 (AER

FEESRECRNA) , SRECSEREE, HAT RS ndERE R
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i. RIP J5 11 RNA — e, BRAERER 7148 RNA UTTEE .
ii. Y211k RNA 4048, & NS @, EIH # A260/280 HEKT 1.6

] R AR
i) /8t n] ge SR A R &
PERFEEARK | AT EREAEAY | IRSFEAR R 2 EGE R vk
FEA R A REFEAH BB 2 54K KT 9256
R 1 RNA & &/
RNA BRI e RNA $2HU7 75805 RNA BT &

(i ES

SEEY Hobs: BEEEE (V5-Bait) SRR (B) BE44E.
(1) SEIe4H:. Fik V5-Bait IFEAK ] ChainFree® Anti-V5 fiEki#1T RIP 2,
(2) WHHRL: Fik V5 FHAAKFEA R ChainFree® Anti-V5 BiEk T RIP 525 .

Input IP: anti-V5 beads
V5 + - + -
V5-Bait = + - +
IB: anti-V5 - — b

#EE A 1) western-blot 16 1 [&]

70 7 m GAPDH

OPrey:[H-5]9)1
O PreyXt[H-5|4)2

60 -

50 -

20 -

Relative enrichment

10 -+

V5_RIP V5-Bait_RIP

RIP-gPCR 4534111
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