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| @ mgses: £rmHdiniE k 9% RA KRR AR &, BEATEELZEN

1.1 =&

KA K ERBGXF &K A RARRE MRS 5 T IEN, £ 4% AR (silica membrane) %
SAREVAAE 8 K F B R AR AR R BRI E) A FIRE], 3T >20 kb 89 kB
RRETH, L3Ry T A RS i RABIE 5% (supercoiled, cec) #) %16 FF 2k (open circular,
oc) &£ £ &M (linear) 3% . RXMEUFRAEKR. THARZS, 2RAAELS T RE, TEKS
Kk TR AR T RAT AR T, W5, w5434 DNA,

12 S48

Frak XA PG AL R R A L2 F P4, 3 BAC/PAC % >100 kb ##4K

A 1
R A1 HE TR ] LA 56

KH 2 RAL ETHREH, Tofek, RRRBEAL, RABRARGARE ML

B ¥k EDTA 5 £ 1 mM, # %5 K% EDTA MBI HE NLE 4 h

& EDTA 3tBL A A R b A S

Bl — 4k £ 3 B F Midi (150 mL) £ Maxi (300 mL) & £ K & R4,

T AEACR BT TE4A

1.3 ZRAEH

S

15-50 kb X i #2; Cosmid / Fosmid (35-45 kb); Bacmid/ BAC /PAC (50-300 kb);
E A pl5A. pSC101. oriV F4&¥# N A% F ks, &R SHAAEmLF 6y w0 555 5 AAHF
X

5T
KA K ERBGKF & 5T (5:%) EVK3312S
KA #e K= RBGRF & M 10T (10 k) EVK3312M

KA KRG F & L 25T (25 %) EVK3312L
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2-8°C (42 A\ RNase A
100 mL 200 mL 500 mL

)

RNase A GR5013 1mL 2 mL 5mL -20°C
P2 / 100 mL 200 mL 500 mL T8 15-25 °C
P3 / 100 mL 200 mL 500 mL T8 K 2-8 °C
Dilution Buffer / 500 mL 1000 mL 2500 mL -4
LTI U AL / 800 mL 1600 mL 4000 mL T8
Buffer
Elution Buffer / 150 mL 300 mL 750 mL T2

10 mLx10 10 mLx25
s AiLAE CO1302 10 mLx5 % 5 N 2-8°C (B£AAE)
TE — 5 mL 10 mL 25 mL 2-8 °C
Vil A — 1 % 14 14 —

BAARTERAK: FURFERAFRBRIAZT S RERTEYGBEIKRBIG S B A A, FERARES, KRR
RIERBEARAMTK . MBI BT PG4 2 2-8°CHRA, WP ET -20°C.

21 AP asMHERE

. LBRMIEREARMBERAEF; 37°C BIBERK

o ERAZBOH (TX 12,000 x g, B 250 mL & 500 mL 4%-F)
. J+AE% (isopropanol). 70% L& (5T A FR)

. TE % & (10 mM Tris-HCI pH 8.0, 0.1 mM EDTA) 3 fA4% B B4 K
ol %

o BMEAR. BRREKERE. ¥BHK Tk, ATHEFKR)

o BN ARE A BMELREEN; FEBRREKEL

NS
Ay
bl

3
>

22 iEHmL5M4A

RAEFREH (WIEANKRER) . KB G 2 PTEERIEKRE., AFHEHT, 4 RNase
ASEMyAEFZ ARAFM 12/ HA; RNase A T —20°C 4% A A %H 24 ~A. Pl AN
RNase A & F 2-8°C %4, A6 /A,

3 FRARAEAmL
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TERALL 5-6 DI (RAFAIZR) . F k ARTE N R A B REREH L.

S S

1. MR H
K% N A E/BAC L KIEHK E 1620h /& + 20 min
2. BN
3.P1
_— 4. %P2 #HLfiE *’i\ﬁi‘«:ﬁ?ﬁwﬁﬁﬁﬂiﬁaﬁ, TR B -
5.P3 P A= i <3 min
6. B HF
C 9 * & LA R e FRIEIL, &N DNA 4
% * A 7. % Dilution Buffer N LA TR J 10 min
8. A7
D 9. b# % #J5Li% Elution Buffer ## £ 50 °C; -
N min
10. 2% EAR, PmiE
11. %
12. FABERLIE
E wjk 13.70% T BZ k% FBITIE; TH<l0min; 4°C#EE% 60 min
14. 2%
. N IR 27/ N k¥, 7K 3K .
F QC 15 2 g EER A260/A280. M4 MEE, K &R & 7K 3 BE

PFGE

4.1 FP1 $mABRE RNase A (10 mg/mL, #& 100 mLP1 A 1mL) &%, wiEMmAHH,

2-8°C 5. RNase A REABHIE, RATH%E,

42 #E P2 REATE SDS ik, KB A SDS TR ah, & FATE 37 °C Kb 2 X AFFT
AXNEER, P2 —BFHEERRE, KPEEZAL2EBKL CO: Mm%/& NaOH A 20K
B, FEEAMIAZAL

43 P3IEBRATET 2-8°C A, THA T RAEMKETHITT EERS AR DNA (gDNA) 5%
£1-SDS & &4 89 3L i 3 F

4.4 S B4 % Elution Buffer  F 50 °C Risitk, FARMNKFBE. ¥ %t >50kb
MR TR R TR 2 48 A L,

45 BETL MK, FHFM 1000 L 46K R FAH 71 FELAT3529 3-5mm, RAEERAFH LT 0
ko PR ALk DNA Bk a94% %3 AL B 5T 2 4k

A K KRR = 4k

O AA42# 1Rz (vortexing)o 1XAE F & = 145 7% 5] (gentle inversion), K AE 2 2 # T k. Ak~ A

89 IRAR I 30 % A4 >50 kb DNA 478,

@ aA2E AT Mk, EBARBYFHRATERRALEH LG T ERAEL K,

@ BERLAREMDERE, 4FHWEN4°CEBREAE R 20°C LhHrEESE.
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VAT 3 A Maxi #L4& (300 mL 3254k AR) AirBEreiL, S/M/L ARG ERBFERRT L —
B, MERBAHEERFNEERE,

51 BREhbElE

1. PREFEBEAT SmL AR RAEFE LB 4L, 37°C. 220 rpm 34k 8 h KL R H AT
o
2. # 1:500 347 E 300mL A M LB A, AL EEKRED L.

= # N KA (pUC ori, 15-30

37°C 12-14 h 3.0-4.0
kb)
&3 M 4 (pl1SA /pSC101) 37°C 16-18 h 2.5-35
Bacmid / BAC / PAC / Fosmid 37°C 1620 h 2.0-3.0
324 Z ODeoo 0.6 )& i 5 7
oriV i% % %! Fosmid/BAC 37°C * 0 S 1.5-2.5

HIEHRS5h

A Y EIES R BARART20h 2AFAKAE. gDNA ERFZHBZVEM, BN AL T HREER.
&5 N BARERKIGFR L E AL 1I8h BRPA T ok, mAER A RS L4,

3. 4°C, 6,000 x g & 10 min EHA K. kAL LEF CTHHSEEETHAKLL [ min)
KB HRLEAHBPI HTFTHESEM,
4. BRI TZIMER, R -20°C AHEFARL IR AEAKRBAENE Tk LA R,

52 BEREERF

1. 7N 16 mLP1 (2.4 RNase A) , AR kR ERITRBIRRARRNZEL L EE, T
KRG H®,

O AR LR E—ALFRRNTE: £ P2RAZH, @Y AKE, RET@ERYy, iR
mERHARTRELER DNA 4. 8 52242, A RO A —EX A BFME,

2. % MmN 16 mL P2 ZBURFafiEIR 4 4-6 K, ERREANFZLEM. £iBHE FA4L 3 min
(FARAEFT EBEHN Smin; KAEL%EE 3 min ABIKRTE T 58 2 R%) .

3. A 16 mL #iA P3, ZBPBAMEIRY 68k, EMMI IO EERINIK. R LMk
J&, B3R 5%, B 69 R IR B Ak AR A K A R 7T 12 T b

4. KRiB#E 15min. sLAAE] SDS-47: B &4, &AM S5 gDNA A4 K%,

5. 4°C. 12,000 x g %+ 30 min, % EF R #E &, €L %S 10 min.
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6. TLFEMAAGEHR, WK LFZ 2 BEAEYH M &ERE N TE,
7. AN 1.5 4244249 Dilution Buffer (£9 72 mL) , &A= EIRI.

53 s#ibisit

1. ¥ 50-80 mL # Equilibration/Wash Buffer /w A\ 44 4% 3 F#7, AR 324H) £ 2-4 mL/min (£ 7
RABFEPALTEA)

2. K LRI LRI E N, MIhEEAEAT., AT HRSE,

3. (H) KEAF R (low-through) HHRE ZRBLE R, EREAFERT, BMNATIR Ao T
BBHRREHN [ REELH | HE—XRHE X ALK MRA ML L —D B 1E &,

4. 4 50-80 mL # Equilibration/Wash Buffer #t4f, £%R&aG/R. S4B EMELE LS LM,

B &2

5. A 30mL ## £ 50 °C 4 Elution Buffer #tht. %%, &% 2mL.

6. BMEE 2 uL M ZE Ao, A2 DNA B9 &35, KA RBEE ¥R E A MAET . Hlrk
%5, BEFN%.

54 iR, REHER

1. @& RBLig b N 0.7 ERARE R FAEE, BAHERI 10 Ko
2. hk FBHE 0min BB, #F9ETF 20 °CAKEIRIF
3. 4°C, 212,000 x g #H+5 30 mine KAALILIEF LFERRKMIFRE @ &, FLEFAAEI )
B, ENAL R W AR
4. mN 16 mL £i8 70% LB, B8riik (PERELE) , 4°C, >12,000 x g %3 10 min.
5. FFCBz, ZRAT 5-10min. W7 LK FTHR—Z & TR R MALTLRMAE L%, HIRITRAT
AR E R H . LIRA%RA G G &4 4 F &R 4%k TR,
6. 7N 400-1000 uL TE 4 ik R AAZBR B K, 4°CHE LR L%, LW TRABERK. MR
7% X R H K47, Bacmid / BAC/PAC # A XA B TKT 400 uL VA % 53K BT =g
ARG 56 B PR
A BRI EF: KK AEZEBUER TE (pHS8.0), £+ 0.1 mM EDTA THAME—_M4£45HT. InH K4
MR EEE M . & T #5 R w451 (electroporation), A M LAZBREE K X 2B &L, TN TE ¥a5 54
S H B HAAT K

6 KABWHERRARTEN

HH0.8% FFAEHEELRL . 5 Viem 8 WIK ik H >20 kb 49 DNA, FTA X5 F 25 F AR EL
BAREALM L, BN REE AT A R MR K. R T REFSENE T F B,
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15-25 kb

25-50 kb

50-300 kb
(Bacmid/BAC/PAC)

EEX A (BHAIR)

R (REHE)

HLER G HE A K

ARIR ZARE B K + R4

lex.=27]

K Bikob 3 B R Bk
(PFGE) # & 417k

PR 41 M B 4 A 40
(fingerprinting)

Nanopore K i K lll 5

0.6-0.7% A&, 1.5-2 V/ecm, i£& 12-16h, 4°C

0.5-0.6% A&, 1V/em, 16-20h; B&47~ 4 2-10
kb K £ & Mk FH) %

1% B, CHEF % %, w0+ 1-15s, 6 Viem,
14°C, 18-20h

BT A S20 NI PR A S b BB, X R H
MrENRBRGRAETHEIRRERG T X

TR EAING T e 4, &R T XM EAR
AT

A TRFIMEE AT L ER . KABELZHA ImMEDTA (TE 25401 mM) « ZHMEHEAW
B LR E T AR, 123t Mg? & K& & 098F (dm3F%9 Type IS B5) B IFARARZ 45 %] £ R AR &
89 1/10 RARAR, RAETCEEILIBLE,

7 FREAEEE

FERERT LR~
# (RFL)

FRRAI& (255
30-60%)

3 R4m 1%

Y LR ATE L Y
ER

BT ERBRKE X
(gDNA 5 %)

B SRR s IR BAK
aFEFR

Az60/A280 < 1.70

Az60/A230 < 1.8

RRRBERT LW
k3

* bHERBTFREL
5, DNA A& 434

TR e HIRAK

B

& M BARIER L

* AR T

ARG L B 4 B 2L

RNA %%

FOKRE, FRITE

& RFAIFARYG

=

{4

ke

THRBR | ARG AR AR A

KoM F IR Aszeo BP V] #4442 Dilution Buffer #
BAEH

71N Elution Buffer & #l# £ 50 °C; 3§40 s BLARAR
£ 4 CV 3t K A4y 45 A i )

#HKIEFHRE 18h; {2 2xYT & TB 34 &4, st
oriV B H K& A N K455

ARAB [ Z54E]; TEAERAGTHERNTH
. EEAE KR EH BTN

P2 # & T4 <3min; P3 WA BRSO HEREARM
Wk, BFHSEK ZE 30 min

Z4iN P1 €./ N RNase A ELAAZHI; # % RNase A
A% %R H KRR E; ¥ Equilibration/Wash
Buffer iZ%t £ 5CV

¥4 Equilibration/Wash Buffer iZ#3% £ 8-10 CV, #
WM Asso ZAAE S KA KB BB

N FABEILIRA T RmAIT; ¥ 70% CEEREARE
2k; KNKNFZE 10min ((BERT x4 Fi&)

KB EH S AE S LI IR A LS
ik
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#e N TE /& 50 °C ‘&% 10 min, MG 4 °C # £ T
By 97 RAT AR

BERERELRT ) HANABREGEITARAE 7 B recA~/sbeC- E4 4144 £ (4= EPI300.

R BHK ! DHI0B) ; F{k3&7ki8 &% £ 30 °C
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