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L —FREELINE 01 Bk Lk A &, AFEALlR, WA R AR IRR . LA T iR %R
T (9 MR S 5 A TR HE D (O 3 R RS R A1 4 R IR K 34, BTk s #8 BA55
PUEELINE 01 B BB yd BEFUAR, Irik iR A 4 R M E A A e 2R A B 4k, Pk £hr ik b
M3 E SLINE 01 ZY i iR Sk R AR SAw 10 o

2. WIAUCRIZEE R 1 Frid M B AR S e 7R 6, FLRREAE T, P iE R A 4 2 5 I, Rr i 2%
BT e s T — M, 4 e o T 2 A v s — {1

3. WIBCRIE SR 1 BT i B e ar D00 &, LA AEAE T, BT R U 26 - B A pu g L
SNTE 01 Y g PR A

4. GOBCRIEE SR 1 BTl (P B A A ) &, LR AE T, s 26 A a3 iRk

5. WIAURIZEER 1 B i B A S SR &, SLARAEAE T, BTl ASE ot 8 R SR b b 3,
B 2 phigide B PBS SEi Tris—HCL 22 Pl H A BREE PP DI RR Sh 2 iR AT AR B — Tl
PR TR 2 PR R I — Rl a2 Bl LA, SRR IV TN 50 ~ 100mM.

6. TIBCRIEE R 1 Frd 0 B A IR &, LR EAE T, BTk SAn SR R i Ak 3,
Frid 2 phigide B H A BREE PP Tris—HC1 Sl AR h e vl (1) — Fh B 2 Fh AL &, Gl
VRIS 10 ~ 40mM,

7R BRI EE SR 6 PBirid B B A A U 70 6, HARRAEAE T, B G b i i B 48 R B
BRI, B R REHBE 3% | PEG4000. PEG6000 . PEG8000 1 PEG20000 H [T 2 —Fh, Bk
JNEIE SR IR BE N 20 ~ 40g/Ls

8. GIBURIEE R 1 Frdk oA S A a0 &, LR IEAE T, 4G R 5%, Ik ReBiis
RS, Frid R A WRCR R, prd el R ik T pridl ek =R W, irid B ss 5
B AINAEFL, BT I w10 07 B -5 B ARG 0 2 A0 T 45 2 0 A BAH G & BTl i L 4
B 5 AR AR B A A

9. GIRURIELSR 1 Bk () B A s X0 &, JLARAEAE T, B A W 7)o FH T e ) 2
ELINE 01,

10. FRABBRNER 1 ~ 9 AT BRI ZE SR BT IR 1 A oo i 7) 46 1 i 46 923, AR 4
WIH DR

1) AR AR SR HUEELINE 01 AL 5 v FEHUAR IS BT iRk 2 AL 3R I S b 38, 43
THUEGLINE 01 BB ya BEHUA S AR

2) TERE R AT 4 2 R AR I 2 AN B 45 28 b 43 | B 0 gE BLIRTE 01 B 5 v B Hi4A S £ 40
SRPTAAR, A A 5 (RS B A 4 2

3) BRI PR 1) Hil & bR E P IR 2) 2 S R A 4 2 MR WK SR R W 7E i
@ RVl HIES Y Rl w4 SIS 5P 2 ol R WANe S NS SA W HIE S el el =
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FALIE 01 Rix&ZEMAT=Z

B GuE
[0001] A S A s I A58, 3 ) A2 8 B — P B BLIIRTE O1 Jg A e Il 77 5 B
il & A AT 3 o

HREAR

[0002] EELINE (Vibrio cholerae) x&2E &L A A4, MR 4B H 0 B KA 424 200
ZAMTERE, Horp ol BERTEAESL N L E MG . Eile—FhZ AT 2tk
fEYuR 2 —. NISREELINHE M — F e . B ELINE B N AL TE 218 /N, 75 Mkl i =%
VR PR I s B0 . 7 AR R E B R R A T/ NG, 51/ S it . G 7EH:
Ft BRI 2 ROKIAT, EERIN Bk NS, T 85 AR TR P G R o, AR T
oo JBT HE PR 5499 .

[0003]  EEFLZFREEE R I AEGR, B ERAL L 24h WHcHIRIR SR . I, A5
95 7 HE LN 120w B AT M T A AR L 21 = . B R ESLINE P 27
VAN PRI B 58 A S % e O TR IR B0 S AUR AN FR AR, S DA Dy SR 3 5 v 1) 8 BL IR B I
Z Wb, b R A R 2 M

b4 ISES

[0004]  %5T DL EFTRILA BRI S, AR AW E TR —FESLINE 01 IRk 4
RS WA B L 4 YA RN P s FH T A R B A e A o 1 Il

[0005]  JSIR bk B 1) S HARAE DS B 1, AR R LI EARTT 4 -

[0006] AR EHIIEE—J5 1, $&Ht— P EELINE 01 Kok il ol ) &, B4 {481, prid
RG-SR AR « BT TR AR 2R 1 AN i UE A IR HE D [ RE L S bR 3 T IR A 4 2%
JEERIR K 35, BTk bt EAS I ESLINEE 01 R BA TR K, Rk i 4 2 s
LI 2 R0 i 5 2, Frid Spn 28 b g SLINTE 01 B 5 vl B4R F B AR SR it o

[0007]  RIERT, FTid &br s L IOBUESLINE 01 B s s FEHUMACRH 150nm fdk &b, H
AIETZEFTIAN, FIN R B S, 25 R BT S

[0008] DL, BT AR A PVC JERAR -

[0009] DL, FT il R R A7 4 25 B b, Aor e fr T B I AsE g L3l — M), o 4% B for T8 n st
Ui s — .

[0010]  DLIEMT, Frid kil 2 A PUEGLINE o1 BB sm B diik . Frid SArs g
SLINET o1 BY B rE RS SR 2 b P GLINE 01 B4 B s B HudkmT DUEAH R buid, 4
Al LU A R P4

[0011]  RIERY, Lk s LRk,

[0012] DL, Frid e it BOR FH G AL B8, FriA 2y B PBS Z2 1P Tris—HC1 2
T HZ IR IR SR P AT AR IR — BEBR SR iR R ) — Fh B M &, 22 P
(R34 >l 50-100mM.
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[0013]  HLIER, AR B BT IR 1) & br Had 28 ck FAL B , T Ak 25 B P A7 FH £ 90 Ak 58 2% o i 0k
HHRARR M Tris—HCl 2Pl R Eh 2 rhl i) — FhEk 2 M A &, 2P IR N
10-40mM.

[0014]  ARIERY, Frid G2 i A0 4 e 23 9 551, Fridk Jse B2 38 i 77136 B PEG4000 PEG6000
PEG8000 A1 PEG20000 H1 AT & —Ffr, JIrad e L 58 77 (19 2 2h 10 ~ 50g/Ls

[0015] LI, Frid &2 g VRO 045 48 05 P57, ik R v PERIde B S-19 TWEEN 20,
S—20TWEEN 80, S-13 TRITON X-45.S-14 TRITON X-100.S-15 TRITON X305 H [/ & —Fb
B M S, PR SRS PR E A 20 ~ 40g/L.

[0016]  ARIER, v 743 650 S B A S AR 1 R R N e R, A BH T 3R 1) 4 b A AE T
Ab TR IS B {58 A Ak B 22 b B HE T A Ay R L EAAL R R AT R SRV H =R,
H AR S8 & 0 SR H 2R 1 K 2R 4.5 — 6. 5g/L, L) pH E N
7.3 — 7.5,

[0017]  ARIEHT, S 5 AEGMRFIKEE N -

[0018] R ## 1.0-2.0g/L ; & & 1k 55 0.25-0. 75g/L ; A & ## 1.0-1.5g/L ; & 1L W
0.25-0. 5g/L s H&F 2. 0-2. 25g/L.

[0019] BT IRFALER 2 il v 71 K

[0020]  PriARFRALER I BARD IR o8 SR EAE TR IR IR 1. 5 ~ 2h, BUHICT 36 ~
38 CHET

[0021]  FIT IR TiAL 2R G2 im0 A AR S5k o5 P A I pH V8 15 700547 pHAEL U .

[0022]  HRIEHT, Frk il & hs R, Frid R RafEE i RS, rid il R g ildi R
R, TR AR T PR AR RN, B b 55 B0a I s AUInaEfL, Birads I (14
B P I e M P e A BAHEC & il IneefL I A B 5 Brd i i S Ay AR & o
[0023]  BEALIEI, ik R 52 N EERR 7

[0024] ARG, B der iR & T4 g BLIKE Ol

[0025] Ak BH plrd AR (R 2 LN TR 01 B Ads rtar It 77 &, Pl 22 S0 0% 8 & e A A2 A o
G S M AR TR RAE R I 2 (T) Fdssk (O) 4k wefE 5, 1M A T/C 5 5E. AT
JeR A FARHE SR N 2L R b, b B e sr o An i 28 (T/C 15 518 5 AniE i B S E 1
KA FRREAGINEE G SRAF I T/C 8 5 Anvh 2 b, BR AT ZRAGAG A it o 28 ELIINER 01
USRS E.

[0026] AR EHEE 7 IR FT IR E BLINE 01 B Adk 446 k77 S o il & 7 vk, B RE T
IR

[0027] 1) HEAEEARICHIBTEELINE 01 Y 5 vl B FURTE BT iR S hr 8, HIEA S IE
SLIRTE 01 AY B SrRE BRI SAR L

[0028]  2) FERHBREAF4E B HOAG I B FN BT 45 42 b2 ik g ELINET 01 Y i s fudg i
FEP DU, A RIEER A 4E R

[0029]  3) WEFESLER DR 1) AR D IR 2) il 8 [P PR AT 4 2R W 7K HAK IR s
FEJRAR b, DA R MR AR S 5 Ja R A T AR 28 AR 7 il A s ) &

[0030] ALY, A% BH BT (1) 4o A 84 28 o o Ak 288, 3 Ak 58 ) i 557 D (%) 00 Ach 38 42 o 32
HH 2R 22 MR Tris—HCL Sl BN BR 8 22 i (1) — PP B 2 P 2L &, R IPIRLITI IR 2R

4
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10-40mM
[0031] DL (Y, FTIR S pR iR A0 HE S L3 55 77, BT Id S B3 58 75113% 5 PEG4000 PEG6000.
PEG8000 FlI PEG20000 H AT 5= —F, Fridk e M3 5 R 9 JE R 10 ~ 50g/Le

[0032]  ARIEMT, BTk 22 phia o B 55 R VST, Frid RS PEAEH S-19 TWEEN 20,
S-20TWEEN 80. S-13 TRITON X-45.S-14 TRITON X-100. S-15 TRITON X305 "1 [ 4T3 —Fh
B Z P A, BTk R IS PR IR & 20 ~ 40g/L,

[0033] A3, A T 1565 B LA T AR R S AR S, AR R BH BT 1 AR A T
AbFR I BT A TR AL B 2 VR LR T P A < SRR UL R S A R,
R S EAER & SR /R 2 IR IE N 4.5 — 6. 5g/L, PPl pHAE N
7.3 — 7.5,

[0034]  ARIEMT, SR RN

[0035] 5% 1.0-2.0g/L s & % 4k 42 0. 25-0. 75g/L ; % % ¥¥ 1.0-1.5g/L ; & 4k &4
0. 25-0. 5g/L s H& M 2. 0-2. 25g/L.

[0036]  FITid T Ab B 22 b IV 75 7K

[0037] PR TRALIE ) BAKRD BN oG PR BAE UL IR IR 1. 5 ~ 2h, BUH T 36 ~
38 CHET

[0038]  FIrad T3 Ak 28 22 vy o] A1 FH AR AT A4 Foeiss FH 1) pH U8 5 70033847 pH (BRI 5 o

[0039] AR EHES = J7 T4 Ik 8 LN O1 BoAd £ Wik 70) & 76 28 ELIINTE 01 6 Il A%,
1 FH s

[0040]  ARKREHIA AR A

[0041] A B B3Rt 22 BLINER O1 R A Lo It 77 & iy e 22 LI TR O1 i e 4k 4
AT ER AT R, 36 HL iy R B A e P, RR e MR I BLIRE 01, Uh4h, Frdks
DA e LA B R T 5 485 SR MR L 20 57 0 FH A5

BREiEs R

[0042] DA IE R 1 HL A S 158 W AR R 1 1) it 7 2, AU AR N 52 AT R AU B
JIT 48 8 1Y) N 758 5 . T At A R PR I FLAB AR 0 5 Th AR A R BRI AT DA I 575 A0 AN [R] ) LA 5
Jiti 75 30 DA S E B P 5 A3 A o (1 % S0 A T DA TR [RI S N, AR
AR RN AT S AR e AR

[0043]  7E3F— DR A R I 2 AR St 77 SN2 R, BERAA, AR IR TEFIA R RT T
REE W BARSK T 2 IO R Y IR, AR B S Hh 5 A R ARE D T R R E 1 B A
ST 2 WA T R A% K B RO TG R 5 76 A 2R BH U8 BH P RIBCRI 225K Fo v, BRaESe
FANRETEE, AL A7 R XA AR RUE .

[0044] 4T 45 HBUE VG FRImS , BLER AR, BRaARE AR B 55 A Ui B, B AN BUE 0 B I A g
s VA B A ity s Z TAATAT — AN BUE I AT A o BRaR 59 4k 52 S, AR W R 43 i 1 BT B AR A
FFAARAE 5 A AT AR G885 B AR 2 SR o B s ] o i B 570 130 4%
MRFAN AR A AR SR A AN G0 BT A S48 S A9 e B 10 3K, 38 7T U A 5 4%
RIS ] o BT B 7578 1 MR AL B[R] (AT BEA AT 5 ik B4 R R ke sk
AR
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[0045]  FE 53 A Ui B, AR BH o BT 8 F (1) S8 86 5 ik R W 77 v il A& TR SR AR BOR
QU R 2 A AR A s e B B S A R A A e A A S Al R 5 FE4H DNA
AR S RGBT HE AR . XL ARAEIA Kk O 2 E W], BHARR] 2 W, Sambrook
ZE MOLECULAR CLONING :A LABORATORY MANUAL, Second edition, Cold Spring Harbor
Laboratory Press,1989and Third edition, 2001 ;Ausubel ZF, CURRENT PROTOCOLS IN
MOLECULAR BIOLOGY, John Wiley&Sons,New York, 1987and periodic updates ;the series
METHODS 1IN ENZYMOLOGY, Academic Press,San Diego ;Wolffe, CHROMATIN STRUCTURE AND
FUNCTION, Third edition, Academic Press, San Diego, 1998 ;METHODS 1IN ENZYMOLOGY,
Vol. 304, Chromatin (P. M. Wassarman and A.P.Wolffe,eds.),Academic Press,San Diego,
1999 ;A1 METHODS IN MOLECULAR BI1OLOGY, Vol. 119, Chromatin Protocols (P. B. Becker,
ed. ) HHumana Press, Totowa, 1999 2%,

[0046]  SEHEH 1 AR W IRALR i 4

[0047] 1) s I F0AL 2 22 plyBORT < bR B HEAT TRAL 22, TRAL R 22 ph VB - SRBE 1. Bg/L, B
AR 0. 5g/L, Wi #E 1. 25g/L, |ALEN 0. 3g/L, HZE 2. 0g/L HI7KIEW, pH = 7. 4, Fiiab 52
[ EAR L BN G SR AL FRAL B P2 2h, BUHE BT 37 CHCT s8R 5 AR SAn it 1Y
PFUEEELINE 01 AY B8 Tl HUARTE TR IR L FHAL BRI A 38, dil 73 g prE ALINEE 01 B B g
W A4 B e A 38, VRO AR & B PR BT EL 9 52 1L, SRR E DY 10mg/ml, BEiR 5%
4ul/cm ;

[0048]  2) FEAHMR LT 4 2 B A4S I 2 M BT 48 b4 AW lR Img/ml 48 SLINE 01 2 8 vg
B JUAAVE TR £ 50 SR PUIAR VAR WHR &N Lul/em, IR S ISR A 4E 2 1K

[0049]  3) GFEMER IR 1) il SAnih PR 2) il & B AE IR AT 45 2 B IR K EVK JORG TS
FEPVC AR b, V115 58 3—5mm AU IIRAR R 85 Jo R A T AR 2 R 7 il 43 A 0 7))

s

=
ATIL ©

[0050] St 2 %f bb 7 £ 1 il 4

[0051] o B AR R A 2% SR AT 25mM H- 2 MR B R TR AL FEE g 28, L Ath ) K SE 367
IR SK I 1.

[0052] 1) RA] 25mM H MR G MR IIAL B G hn s, S8 A A S pmic U SLINE 01
TRV DU A TRUBTER  TRAL B I b, A B U BLINTE 01 AL v B LA 1) bR 3,
B A e S PRI TR B Y 51 1, B EE DY 10mg/ml, iR &2 4ul/cm ;

[0053]  2) FEAHBRET 4 2 ELFRIAG U L A T F55 2 b 73 Sl Wik Tmg/m] ) B0 BLIKER O1 AL B 3
G FUARTA UM = B0 B ST T BR8N Tul/ em, ISR A BRET 4k 2 5

[0054]  3) KA LR 1) Hil % GARiR D BR 2) % I AH R AT 2B W K ER AR ORI
£ PVC AR L, DI#H113 98 3-5mm (AT INRAR R s e SR AG IR AR N e il 45 I ik 77)

€

IL ©

[0055] S 3 KeIUR A B Rk S

[0056]  HAIITTI -

(0057) 1. ERSCHMI 1 % 1A 2 SR E RS HG ] 2 (% EL R 2, 0 k) 2 7K
PG E. 2 BRI % R | KN G, L P EURE R AT AR 2 3
FE S B R ESURE B8 Lt 5 T EORE B AN BU P A s 4 — R AL B, T

6
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T AR SR b, JRAERE SR BLINN 0. 6ml ZR087K oK B EURERE b BT IR B S 4 N E
d e TP AR K TR o SR S R IR A

[0058] 3. FFIESKIGXI RN 100 N, kIl 45 R 1 -

[0059] & 1 il ial 7] st e PR ke 5 2R

[0060]
BERR MR L A R
) it ()
BT W a 100
I EFLILE Ol 160 .
B
s R0 AR S 5 R
LERERCD BIRE (D
SRSk AT . o
B AL ILE O 96 ;

[0061]  FH = 3R M I, AR T Y A 0 7 5 Xk K A T8 ORI A TR 34 T 22 SO, o 5
EY/5

[0062]  ZR Lk, A5 W Birdf 44 (e I 370 e AT R B 0TI PR AN R 57 1 » 47 200 iR
T IR BOR A R Rh R i E = S A AL

[0063] b3 SEE B A9 3 P P A O D S Js R R E By 2k, i = A T PR Al AR e B o AT 384
BB N A AT AE AN T AR ] R R WS T, 6 _E 3 S 1] BEAT 1B B A
U, 28 LT I BoAR A LA I R R R M AN A BT s RS AR B AR BIrse
I — DDA R AB R BRSO 5 7 L F AR B AR AR 2 R P o o
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