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[fEFF&ME]

AAFZERRT, #7F 6 MNATEMEAYR. AAEFRNEREN, MRAREERNTEEATUE, WRARIZERER, 7
FE 3TCHBMAIL PRI EEE . Wash Solution 2/3 FTREMA ZE:fER /LR EHIUUE RIE, WEFBERMATUL, REm@ER.
BRIRTKMNERETESH~EEL. Sk PHETK, SRRERENEMNEEST.

[~&AET]

248 microRNA REUXFIEHERASHEEAVER/SM (TRIzol %) MEiKE CEEREEAEIRM/NFEE microRNA HJRIE
FEHIR, BEEXMEMRAEMRE. 88, 8. £5. BZ. 6f B85, KEMHT. AS. EXEFEARERSA TRIzol
HEREEZARIFESEKRMNE RNA, ELAE microRNA, ELtEIE Qiagen, Invitrogen FitFEZNTIRA Trizol JARIE
B microRNA REUXFIEEIEE EMH R RFLR, mREPTRZEESEY microRNA REUATE. ARPAREERE
BESE, BE TRIzol SRIREN, FRARE CESE75ARIZE microRNA, SEAMAERINZIEEST microRNA, {BEUEERKE
REEFMEFRILTE, FMIWER, EEFRTYIEBREERRRSE, ERLXHEE. MARFIESEARSRAAHEME 2E
YRIMENEM £ (ERXE 120 2&, 8FAS, BE. %, 5. LSESSHEREY, HFRELBEFIRLD, QIFHMHEN
RRATTRAEE, RONREARRESIE RKBRIZER, ARG A SR EXEYNIRTE . ) L5 BE  FEFEY microRNA,
HRKNRAFIEHER TR, KE hE HE, KESEMEEESR.

MAFEBRIRZBAMAAGEME RNA B, 154 RNA BHEF| PLANTaid HEIEESHESEMH BT EOXR, REEME
SRAYIBTEFELE DNA ERHE, EEHE DNA #EBRT RNA (B3F microRNA) #ikiEMiEid. EidM RNA BZEIATEE%
#E, RNA EEEFRSTIEEERMTEOHERNERERE, BEI—RTHEHRELRINEAER — S0P 8 MRS,
ERERHEERK, =EEEA RNase free H20 3%48% RNA (83F microRNA) MEEE RS 5t

KASERRELELTEMALEERA microRNA A5F1E2 RNA (>200 nt) NS2]5EEER microRNA F1 RNA.

[FFRfse]

1.2/ ERESENEE, SAFRF, OFFTEZELTELE.

2R, EiE, BOHRRE—RTE 30 SHHTER.

3MBEREY RNA BRI AU B WL A ZHEZE IR ARER

4.5 R FEE R IRIRSAE, 0D260/0D280 sBIAYLE{EIA 2.0~2.2, ATAT RT-PCR, Northern-blot A& #sLif .

[ &R 4 ]
50T AEEI

BRI RLT Plus 50ml ERRF
PLANTaid 5ml EiRRF
Wash Solution 1 12ml E— X ERBIMA 28ml Ttk EE
Wash Solution2/3 10ml F—RERTTIHA 42ml LXK 2B
RNase-Free H20 10ml EREATIRRE
E[E4H DNA FBRHFFES 50 & EREATRRE
RNase-free INHitE RA FOWEE 50 &= EEZATFIRERE

EE=ELR]

1AENSE LSBT EZRESER ACEOBATLL), ERERALLAZ 13,000 rpm BIEZG AN O, 0 Eppendorf 5415C &
MO

2EEHRCE, B-HECE, WHH(ANE).

3SR EEIT N ER T E FEEERAE DA 050 RNA IR RA I88E S, BNIEEARL DNA Bk 22 PR . Frig1E 2 sous K 4nT,
WMRAEEH S DNARNA S EFAMERAROHHRLIES, BRBEERREHE M E R LES.

4.34f#% RLTPlus #1 Wash Solution 1 F&ARIBMELEY, REMNBARFE, BRNEAKAK, REMKR. bRk, RIEE,
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ERXEFEKSEEEEAKPIE.

5.%F DNA BIE5RE : —ARUREMR RNA ZEURFIERBUIFZP AT £ % DNA IR E 7% 5 (DNase iHIL BT AMZ] 100%
TR, ZARHBT R T AARMIFHNE MR RFEFE L DNA SRR, 4 K% % DNA EELHEMR, MREKIEIEEER
M= EFEH DNA %58, FERALUTJLH DNA BgELm AR
1) %%t DNA BS;&1¢32ENAY RNA/microRNA, #K5E DNA B B T lE4sis.

2) 54 DNA BB IZBXAY RNA/microRNA, ARER RNA B ELELIAFTIE (BREEFHBAEKEI— M7, F2HmMA 250p
Tk ZEEBLER NN 7000l Fook ZEs )& s et fE B F e dsEstig.
3) ERTEMNIHE RA £i#1T DNase | #£ EiHLALTE.

6.RZIFFAE 2L HESE, EMERBRE~YFREENMER, WEBHRSE, KEMHT, HMBR RLTPIus HRAMENERT, MiZ
L& FAZRR CLB, HiFi% CLB BAARIAFAE RN S HESEIMEMH R AN RS, BANIEMR RLTPIUs AR
B A RATAT LR AT . DLRESR 3.
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[RMESE (LRENELRIETFEEI)]
2R E—RIERAFNESLTE Wash Solution 1 1 Wash Solution 2/3 #iINIEEE /K ZEE!

3T RNA EESiE SEMSRIESEMIALE : RIERIESERE RLTPlus FMAB-SiE CEEE&RE 1%, 30 1 mIRLTPlus #/n
A 10Ul B-5RE OB, WRMBRSFIAME . BFA RLTPlus 4 CRAIME—1H.

1. EEMEL (R AEYHRERFIE, BREEEREAUBREMER)

a. SHEEEYELNFRERE 100-200mg BIES A PMRBATFE OKFRREREREAREHRTEERERR 100-200mg BNF
£), M 10 &F (1mD RLT Plus #1 14&# (100pu) PLANTaid R TASMER SR, EEMIZIEFELELFZER
& RLTPlus M ZIFEEMLAANE] RNA BEEM.
¥: PLANTaid RENZHESEIRBRHTYWERSEEENEEERTITHRIRS .

b. BEMBIENELE, BIZUERIES 15 #, 13, 000rpm il 5-10 P8 TUE N RERRANVEE R ML & B S FESEMY PLANTaid.

c. BN 480 | Ry LiE(ETEIERFE DNA FRRHEENHIFER THIUME S EE, IHATLURS~ 8, (kB EEH DNA &8
%, MMEHRLCMLEES) BREWLEME DNA Bt L CERERAEVREERD.

d. SAHRRIELROLR 3.

N

RAMEL (RMER, SEMERMEFLICL

. BX 500p BfEi% RLTPlus, ¥ 1.5ml Ei&, S0 50pl PLANTaid SR5&H.

[V)

o

. RARBHEESEEYALRMEHE, B 50-100mg AN _Eid%E RLTPlus 1 PLANTaid #9008, SETAFRIZIRSS 20
o, T,

c. FARKIT R S BB LM BIZURIEE S ERBRBE I REREERFNS 30 #), ALEY] DNA, FREHMFAEMRESSE.
d. 15ZLERY 13,000 rpm Bl 5-10 o4, TUETREEMNERMESESHEZEIR PLANTaid.

e. MARMBYLE (ETBIEREE DNA BRFENNFEATAIURESH LR, IHTLUES~E) HREM LEME DNA &
Brif b CERMERMTEREEMRD.

f. SIZPIRRELRAVDSER 3.

HE: ULEBRRMEZAPTLUREBEEEMELE, TUHRESTZE. UREEA 1ml BIZEAR RLT Plus A 100ul PLANTaid #
100-200mg B9RES.

3.37B0 13,000 rpm B+ 60 7, WEIER (RNA FEERF).

4 MM EBRFEEHE TR RAEFR 480ul £F, IBIFHRIREFREIZRE), AN 1.25 FARETKIE, tEAREHIUT
R, BRAEMENGE, LIRS, TEE LD,

5. ZIRE(ER AT 700ul, ZRAIAZFRIMN)MA—DIRFIFE RA &1, (RMHAEHRAKEEF) 13,000 rpm Zi> 30 ¥, F
BER. WRBEUEREEBIETE, RERERE, MALE, TLUMKELCHMEORE.
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6.7 700ul Wash Solution 1 (B ERTEMATKZED, 12,000rpm B 30 #, FEER,

7.70\ 500ul Wash Solution 2/3 (iE5cEEZESMATKZEE!), 12,000 rpm il 30 #, FHEE®. A 500u Wash Solution
213, EE—iB.

8 ILMIHE RA MEZ=IWEE S, 13,000 rpm Bl 2 58, REREFLR, URRLRPIXE CEDHITRER .

9. BN IR MIFE RA, BA—1 RNase free ZilvE, RIEWH RNA ~ZE2EIRMAER FEIERAIM 30-50ul RNase free water, =&
WE 1 4%, 12,000 rpm Bl 1 580, FEERMERIRMEES KR ESB—RBAUIES 84 10-15%.

10.132)89 RNA/microRNA AT BIAF TilE R R #& RIRE FIRIEREF.

Mis 1: microRNA E&755% (microRNA/ZREET microRNA BJE RNA 43RI#2ED
R F—RERTNELEERR RW BIMAIEEETKTE!

FF RNA EgshE ZEMERIESEIIEL : RERESAMRE RLTPlus HiNAB-ZiECEEE4LRE 1%, 21 1 mIRLTPlus &
AN 10l B-FRE Bz, HBERBFIMAINAE . BT RLTPlus 4 CAIME—1MA.

1. BIEMEL RIS REYHERERFLCE, BEHaRtb T RREMESL

a. FEEEYELFIRERE 100mg TURE A/ NRBAHSE CKFARERERDFREHRTEIZRERE 100mg BAFE), MA
10 #&F1 (1ml) RLT Plus #1 1 {&F2 (100ul) PLANTaid EB TS HER SR, FENIZRRFEILALFABRE RLT 2 Z)
FEHERIAAIE] RNA BE5EME.

¥: PLANTaid 2iERSESBMAERETNEaZSEEENEEERATRDHESS .

bISHMBYIENELE, RIZUERIRS 15 #, 13, 000rpm Bl 5-10 S8 TUENBERBNER FE A B SHESEIR PLANTad.

c.BX 480yl R4 EF (EBITEESE DNA BRHEENNER THILUUEEZH EE, XHATUIRESTE, MABEREYH DNA &
%, MEYHLPEEES) #E2—PHEOE. MALBER—ENIKZEEO0.5 £F7), AR & EIGTE (B2 T MREUTFE,
SMEIWATR S, AREE L.

dMAEEEFENLE 3.

2BAMEL (RIEZ, SMEMHERMNERELE) @

a.BY 500ul Bf#% RLTPlus, %X 1.5ml Ei>&rh, fn 50ul PLANTaid SRS&H.

b.RR P EEEEYELRMME, B 50mg AN EiREHS RLTPlus 1 PLANTaid RUELOE, MEVAFRIZIRTS 20 #,
DEfR

c. ARSKAT R S BB R ERIZURIEESZ AR SRAE A REREHEEZSE 30 #), ATLLEY] DNA, REMETFAEMIES~E.
dI5ZEEY 13,000 rpm Bl 5-10 438d, STUETREHMBIIBRRMEA A SHESEIN PLANTaid.

e MR L3 (ETBIEREE DNA BRERENNOBATAURESZN EE, IFTURS~E) E—1MHE0E. MALE
FR—FITKZER(0.5 4FR), ERATREHIUURE BRAFMIRIUTE, ZEIRITRE, FEE D,

fZIEERHENLR 3,

AR ULERETEEZRATUREBEENGLNRE, TUUHESZE. BREFEH 1ml B2HEE RLT Plus 1 100ul PLANTaid 1
100mg BY4EM.

FREW(EXNTF 7200, SRS FRMN)MA—DNEFEFRRIET, GERFEFBRAKEES) 13,000 rom =il 2 o4, RE
&R (microRNA 7EEiR ). kAT, 3R EE microRNA, EEH DNA EREFLIEEERRT microRNA B2 RNA (€
4 microRNA), IIREE, ALUZRITEMERIESTE 6—10 B/EE%, HEEEEIEBT microRNA BIE RNA.

4 AMERRFBRHETIRTRER, MA 0.65 FHERIKZE (WARERK), RIEXERITRDRS, TEE LD,
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5. ZRAM(EX/NTF 7000, ZESFXRMN)MA—PRMFE RA &, (REHFFHRAKEEH) 13,000 rpm Bl 2 755,
FHERER. BREOERESIELT L, BERERE, MEYLE, ALUNKECAFEOE,

CIRBEIHIERELSE 6—10 BIEEH%, HREBEIEER microRNA.
AR TR RLEEARRENTF %, HlA Northern Blot BiE Rikth Fitk 45 47T LUEEIRENEHE microRNA B2 RNA. EE7

SERENAY microRNA BB TEA K ELA mRNA 1 rRNA &, TR0 RETHFRENT #HE R, YESESSEESRY #
B%E, AR EREESERBE microRNA,

Mi 2: DNA Et: F5Eft
1IRBRATE R FIRIES BIRME, EEIHMTIRESE 5.

2.HX 45yl DNase | buffer 1 5ul RNase free DNase | B/ LDERERITRAK TR (LES B OHETFERRBECAIRASRIEIIE
Do

3. MHE RA Bl 350ul Wash Solution 1, 12,000 rpm 2> 30 #, FER, SWHAEMEISEREF.

4. =R RA FRMA 50ul B DNase | TEK, =R (20°C-30°C) ME 15 . IEEEG TIERBER SR EEEME
BRI, FTEILTEREE O EREHER UTERE HER AR E E TR0 FRIEM.

5.E%FIAE RA FAOA 350 pl Wash Solution 1, 12,000 rpm B> 30-60 #, FER, HFURMEKEIKEES.

6IRIBRELR 7 TREELE.

Mi® 3: 8% microRNA {RIFIZEURFIZFERANMBA CLB BRIELE
E— R {EAFTIESLIE Wash Solution 1 1 Wash Solution 2/3 iEMAIEE R LK ZES!

B 1ml BUEi% CLB EELEMN(AIR CLB BESETUEELRET 65° CKIAEIAM), HEHMA CLB himAN 5%p-Fik
i (1ml CLB fil 50uIB-5RECE:). BifElESIfE 65° C KA.

1. WEPHEFHEES-70° C AFNHMREAL.

2. %% 100-150mg 208 (k4 DRFERamFhFiT B2 100mg, K4 LHIRERINTE A S in—L) mEMMBRNZER CLB (B
MER-HEZE) = UET, MLEHZUANE 30—60 #aEBWKMITRAHE®, BATME 65° C KiaH (5min-10min, A&
FHiK—= 10 2R EERE—L), PEMEREE 1-2 REHHME. B-HRECEEAMAK CLB HXERY, LERBHMER L
REZKREZR 10-20%.

3. IRHESRFEIE 13,000rpm 2> 10 24,

4. MBRWBHLEFE ETBIEEFEE DNA BRFENWERTITUNEZH LR, IFTURS~8) ¥3— 1M HE0E. HLF
REAZFY, AR RE T mi&EET.

5. SRNREEIRIELR.

IERHEFXEEREEILE 10 Sk 1 SHIUE 422-1 = (AIREAHE) MEEIE:  (86) 010-59724293



