2nd Lab* EPRELEL G/

For a Better Lab

Afet3 Afet4 Chemically Competent Cell F=mijEE+H

® TR (CAT#: YC1101)

Nfet3Afet4 Competent Cell 100ul /32 #®7F: -80C (31 A)

pYES2(control vector, 10ng/ul) 10ul R7E: -80°C (1240°8)

Carrier DNA (10pg/pl) 100ul #®7F: -20C (1240°A)

PEG/LIAC 5ml ®EF:  4C (1210A)
o HEH

MATa his3 A1 leu2 met15 4 ura3-52 Afet3 Afet4

® FimiifA

Nfet3Afetd EIHRRIET BY4741, AERFMATa R, FENAT _NHBTRITEONHR. Fetdp EARZHLHKE
KB, ARRBIRER, HRSFNKEINER; Fedp EAR_MERBEREER, AZREERER, HRMEFMEK
RENEHE . FET3, FET4 TEEM TR, Afet3fetd ERIRIRR S RANEBEE X8 FETS, [REMERLEER FET4,
EERMAERAEKIRINBETERE, (NENSBHBGRY, RRA%BRTERGRAER, BRANMARKETH
BEANSHIRKTE. Afetd3Afetd 3/ FET3, FET4 AN EEARBXHMEER, 5 -NS%ESTRIENERE,
WifE, MAEEE Fe?/ ifR Fe¥r (FRRRA Fe') JLFREMMBINRIL, (RFFHKBHFEES Fer (Am RiK) —
FOREREE, HRE: RYRRKEFETEEKERR, JLFRK, BB EKRIE FERESEK. Afet3Afetd
AR R A RRS. RERR. FMEER « RIBIEHRIGEE, WHEERET PEG/LIAC 1% pYES2, pDR195. pDR196 &R
TN Afet3Afetd 4AREMA, THEFRREN URA, FTH SD-URA EAREITHRE. MEtbEMEF~ A3 Afetd B
B TZHIE, -80CARE="H, pYES2 Fthi (5857bp, Amp®) il {kag#>10" cfu/ug DNA.

® B{EGE
1. Carrier DNA BITALIE: 4§ Carrier DNA BN 95C& B 5 min SN IFEH 95°CoK#A 3 min, MNAGHRIEBEAKS .
2. BX 100 pl 7k LR LA Afet3Afetd BEZASHAM, HORMATUARIBRL 0.1-2 pg (BURIAFANEIT REZ S AFRAT 10%)
FRALER/F 9 Carrier DNA 10 ul, PEG/LIAC 500 pl 3IRIT/LYCE AT, 30°CkiA 30 min (15 min Bl 6-8 YURA)).
3. &R 42°Coki% 15 min (7.5 min BHERSE 6-8 YURA).
4.5000 rpm BEil» 40s F L&, ddH:0 400 ul EEE, Bl 30s FLEE.
5.ddH,0 50 ul B, #RiR (FEFARARBEAL BRRA T EFRICIAIE SD BBEEIFAR) , 29°CHEFF 48-96 h.
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o kB ezt i Al/MEth EYIG IS

2k pDR196 A XTER (MEHESS: PS2011) ; pDR196-OsNramp5(Fia7k#E Nramp5 HE, Mtz S
PSP1101) PRt ER; XAMNRID BldE b Afet3Afetd BERHEAR, SIRMER S BROTEFRTR: Afet3A
fet4(& pDR196)E#K7E SD-U-Fe (& 10u M Fe-EDTA) EAttEFFEHRIEREEK, 7£ SD-U (& 20 uM BPDS+100 uM
L-iRES) HtESEDREK; Afet3Afetd(d pDR196-OsNramp5)E#k7E SD-U-Fe (& 10uM Fe-EDTA) K&
FEREFEK, £ SD-U (& 20 uM BPDS+100 pM L-HiiRmnES) EaissrEhEKZH0H (BekEER) , B
ENRZ2IMERE; YA OsNramp5s BEERBHIEHRETFHINEE. SD/-Ura 157E (LS : YM3104S) .
#MFEURAR -

1. BPDS (4,7-Diphenyl-1,10-phenanthrolinedisulfonic acid disodium salt hydrate) {X5 Fe2+FR44E4&, THEE
AEMHGETF;

2. BENTAEEEFENEANTRESRINEFTRREIEZNES, FMURE Afet3Afetd(& pDR196-OsNramp5)E
%7 SD-U (& 201 MBPDS+100 uM L-FIRMAES) BiEsFREPHRBIEES.
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T . s SD-U+20 uM BPDS+100 pM L-FIA M E
P -OsINramp

4 1 OsNramp5 ZFEIZIGHEIAE (RAF RIS S

e FEEIN

1. RRESHAGFEK IR, BUSRENRN AR RS RERTMRINESE, FEEEEL 2-3 MG AT
TRERKIE RS

2. BEREZEY, THKARE, BURERERED 90 X.

3. Afet3Afetd BREHMNERSE, HEEKRENR 27-30C; &T 31C, FKREME NIRRT,

4. BEEEBABRIE S AP KR L YPDA 157518, BB P EBER A S, £ G8IE, IR ] :3% YPDA
F4R29°C, 48 hIFFAIMER 1 mm %hE; & SD BTN 29°C, 48-60 h IFFHRFANER 1 mm =&, 4 SD
WEATHR 29°C, 60-80 h ATRLERE 1 mm &,

.
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