Plasmid Midi/Maxi Prep 2014. 5 ver.1

by Goto & Tanimura

1. Midi Prep (Promega #A2492 PureYield Plasmid Midiprep System ; #i##IX & 100~ 200 png)
BIRFRAERED T T A I FHROBEICHWS,
HAGEf % 7' 1 b =2—/ L http://www.promega.co.jp/pdf/lit/PureYield_Midi_eprot_v.pdf

1-1. 188

=77 ATHERIAD LB Hi# 100 mL # AfL, ZVta— ARy 70 A ) Falb—T 1

TN—TThHhEB-T-KIBEE AND,

(== KRIBEOBIEREWNEAICIE, VUV Ee—L 2 by 7 2HEFIAD LB B2 mL 12 TH S
U 5~8 REMFE RS L7212, 100 mL @ LB E5HUIZIRINT 5.)

(= 772 ROWEIZIE LT 50~250 mL O A7 —/ViZCTH#T 5,)

(== 200 mL YA EDEEFE A 7 — L D845 121%, FRLd Cell Resuspension Solution, Cell Lysis Solution,
Neutralization Solution 73 ALZF4 6, 6, 10mL 725D THEETH I &)

— 37°C IZTH;#% T % (Overnight 16 ~ 21 hr),

1-2. Midi Prep
[ KGR O TR ]
B3 4818 2200 mLF = —~ (TOMY SRX-201 Rotor #TA-13/H) Z[EIT 5,
— 5,000 g (5,650 rpm) (TOMY SRX-201 Rotor #TA-13) X 10 min
— FThUT—varThEEERTS,
— 3 mL @ Cell Resuspension Solution Z 1%, Vortex & 5 WML E Xy T ¢ > 7T THOIZEET 5,
(= ZZECTOBMEICTHWZEZRE L BEIRIT, A— N7 L= BRI, HDHWEFRT 5.)
— R Lo KIBERIKR % . S0mL = —7 (Himac CR22E Rotor #28 ) (Z& 7,
— 3 mL @ Cell Lysis Solution Z /1 x., 3~ 5ERE, WENRMT 5, (= Vortex [T\ &,)
—  ZIRIZ T 3 min §F#ET D,
— 5 mL ® Neutralization Solution Z /1%, 5~ 1 O [FIFLE | #FEMT %5, (= Vortex |72 &)
— 15,000 g (10,800 rpm) (Himac CR22E Rotor #28) X 15min (=)
— 50 mLOiz[»F = —7|Z Clearing Column (F) ZHAT 5,
—  EByE (KBEMETE) % Clearing Column (27X, 2 min FHET D,
— 1,500 g (3,000 rpm) (Hitachi Centrifuge 03P Swing rotor) X 5 min (Zif)
(= KIGEMHHEA Clearing Column EIZ5% » TV iuiE, HE = LAY KT,)

(77 L~DW ]
—  H LV 50mL =05 = — 7|2 Binding Column (%) ZHEAT 5,
—  KIGFEMH# % Binding Column ~7E <,
— 1,500 g (3,000 rpm) X 3 min (Z8{&) — Flow-through ##T%,

G PN E
—  5mL® Endotoxin Removal Wash (1 Y 7 1 /X/ — L) % Binding Column [Z1% %,

1



— 1,500 g (3,000 rpm) X 3 min (28{i) — Flow-through% 5T 5%,
— 20mL @ Column Wash Solution (=% / — V{17 ) % Binding Column (21X %,
— 1,500 g (3,000 rpm) X 3 min (28{i) — Flow-through% 5T 5%,
— 1,500 g (3,000 rpm) X 10 min (28ji) — Flow-through% 5T 5%,
(= A7 VL EIZFE->TUW5 Column Wash Solution #5722 HY Br<,)
(Elic X 2]
—  Binding Column Z#i L\ 50mL OELT =2—T7 12ty 95,
— 600 uL® Nuclease-Free Waterz, A7 L U IZLAAEEDL L DITMZ 5,
— Imin HFESED,
— 1,500 g (3,000 rpm) X 5 min (ZEiR)
(== #9400 uLSEH SN D)
(== 10kb UEDOREHT T AI FEBEHIEL2%HB1E. & 570 LH65°CITNi L7z Nuclease-Free
Water Z VD Z & TAV T LU NOEBOMGEEZRET 2208 TE5,)
— BT LEFET, BWHIET O DNA ZEET 5,

m— & OHEE B, HOHOFEMGIEL, TR A FEZRoZ &,
http://www kubotacorp.co.jp/calc/



2. Maxi Prep (Viogene #GMV2002 Maxi Plus Ultrapure Plasmid Extraction System ; #i ¢ X & 500 ng L E)
B FRBFERFOT T 2 I FREOERITHN D,
F VU Y7 e ha—/b htp://www.viogene.com/product_pic/20120215154813GDVGMYV .pdf

2-1. &
=7 T ATHAERIAD LB K51 200 mL # AdL, ZUVtue— ALy 7 E0A ) Falb—T 1
TN—TTHhER->T-KIBEE AND,
(= KBEEOBIENEWGEAICIE, 7Vt — L2 by 7 ZHAFIAD LB EHI 2 mL 12 Th 5
U 5~8 BFFEEERG#8 L7- 412, 200 mL @ LB $5HUZIRMT %,)
(7 7723 FOWEITE LT 100~500 mL D A7 — /LI THE#RTS,)
— 37°C IZTH;#% T % (Overnight 12 ~ 16 hr),

2-2. Maxi Prep
[ KGR O]
B 381 %200 mLF~ = —~7 (TOMY SRX-201 Rotor #TA-13f) (& (LEAHEEL ) BT 5,

— 6,000 g (6,190 rpm) (TOMY SRX-201 Rotor #TA-13) X 15 min

— FTHhHUT—varThiEEETS,

— 10 mL @ VP1 Buffer Z /12, Vortex D VMI Xy T 4 U I THBITRET 5,

(7 ZZETOREICHWZERE R EFERIZ, A— 7 L—T 0BRSS, D VWEET5,)

— B L7- KIB#EARZ . S0mL 9= —7 (Himac CR22E Rotor #28 ) 127,

— 10 mL ® VP2 Buffer # /1%, 6~ 8 [HIFELE, #AENEFIT 2, (5 Vortex [IfELRNT &)

—  HIEIZT S min fFET D,

— 10 mL @K L7z VP3 Buffer Z M2, 6~ 8EIFEE, #AENEFT 5, (= Vortex [FEHRWNZ L)
— 20,000 g (12,500 rpm) (Himac CR22E Rotor #28) X 15min (4°C)
(71 Z D -fifk & WA ]

—  50mL /0T = — 7 1ZMaxi-V500 Columnz ¥ v 845, (& HOOT XS X —%>115,)

—  5mL ® 99.5% EtOH # N % CTH F L% Ffiftd %, — Flow-through ¥ T%,

— 10 mL ® VPN Buffer # I 2 CTH 7 L% Vb3 %, — Flow-through ##C %,

—  KiFEmH®E (B % Maxi-V500 Column ~J1x %, — Flow-through % 5T %,
(17 LW & ]

— 30 mLOVPN Bufferz Iz CH 7 L%&PFET S, — Flow-throughz #7T 5,

(== BB A — U200 mLLL E72 5 72 38560E, & 51215 mLAO VPN BufferlZ THHT5,)

—  Maxi-V500 Column% #7 L\ 50mL DimLF =2—712ky 15,

— 10 mLOVPE BufferZ 1 2 TDNA%Z 7 7 LA BT 5,

— I L7-DNABKZH LV 50mL 7 =—7 (Himac CR22E Rotor #28H) 27,

—  7mL® Isopropanol (&) ZH1x T6~ 8[MIFLE, EWENEMT 5.,

— 15,000 g (10,800 rpm) (Himac CR22E Rotor #28) X 30min (4°C)

— EFEZEEERIETS, (= DNAOER Y ST WO TRICHERET L2 L)

— 10 mL®»70% EtOH (EiR) ZMz %,

— 15,000 g (10,800 rpm) (Himac CR22E Rotor #28) X 10min (4°C)
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—  LEEZFEERLIETS, (= DNAOEN BV ST WO TRICERTHZ L)
— 10 min 2L, JREL L7212, 250 uL OTEICEMT 5,



