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PR Johg e FEPTR R AR IR A IF N, @B, PRIl % 2-3 i A E & AR DNA
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fELHEE 2 80 3 MK N, NEB X DNA F S &N 0.02-0.5 pmols; [#E Fr BB E B K BRI i,
HEEMR K, N TIRER BREEMREITTES N BN pmols & ISR EHEE, FATHERE
f#f T.E.: NEBiocalculator B; A F /AR

pmols = (weight in ng) x 1,000/(base pairs x 650 daltons)
50 ng [ 5000 bp dsDNA #J°4 0.015 pmols
50 ng 1 500 bp dsDNA ZJ°4 0.15 pmols
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HEFEI) DNA BE/REE K AR =1281:3
PCR JE& + &&MEALEUAR X pl (0.02-0.5 pmol) **
PG e v FE TR (2X) 10 pl
EETK 10-X pl
EARTR 20 pl

* RIRIEWIE & 2-3 Fr ERAHRAEME, WiRHKEZRE, 1EHITILE,

T e FERR T EH 2T 50-100 ng BI#EHAFIE D 2 5 BRIHA B, HHA A /DT 200
bp, AILUH 5 (5E80E Z BRI F AR i L2, A R AR 4B R PCR Fr RIS AN g 1ot
20%. FFIEEZIAIBETE 15-25 AL x 1Y 5 2 X 5 n] DAY B SE B FEAE I AH AR08

2. A% 2-3 MBI, RN IARIAERIEIMY_ELLB50°CIR & 15 »#. IREJE, HrmET KL
8 -20°CIRTF, DAREJRSRHIRLALR ML,

GV (AL
TERSEAE ST, GE IR A 60 4 Sl Ae B TR Ml B0,

GREIEEEEAT 10 Kb (KRB FRL, FRATHEE [ NEB® 10- beta E. coli &S24I ( =3k )
(NEB #C3019H), WNEREMFREE A RO SEE F5, TS NEB® Stable E. coli &3
AR (5% ) (NEB #C3040H),

XA RIS SN se, BAMEE/ T S HE L PTIAE R LB .

TR PCR 724, Tl 175 ] Q5° 87 E DNA B4 HF (NEB #M0491) BiMHX 5, 41 Q5
JAshERE DNA &1 (NEB #M0493) 8¢ Q5 S aERE 2X WiE# (NEB #M0494),
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FEVK BRI A IRAZ S,
1 50 pl FYREZZSHNELFEE] 1.5 ml AT R BHOE S (WRFE ),

GUSRAEF NEB HURRSZ AN, 1RSI IIAGRAZE R MR 2 pl, FHERGEITVER 4 40
FREZ MG SE B HARFNE R, TEEAETH HO RAHEE - VIRiRe 4 £5, ATLAUEID R 5 pl RYZHEE ™
P15 15 Wl 1Y H,0 TRARSEH, 1 2 pl Mk e YR I NSS4,

R ERUETERHELE 4-5 IRLHRE S, NEIRE RIEGVIE T UK L 30 28h, NERNES,
. AE 42°C A 30 #b *, ANESRBHES,
. RREMETIKE 2 580,

[RGB AN 950 pl =i SOC HE7ekk %,

. 37°ClEIRZE? (250 rpm) ¥%7% 60 435,
. REEFRESTEARTE 37°CHIfA.

10. % 100 pl FIAH RIS SITRARTE S B M N HT AR BIFAR L
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NEB #E#{# i NEB® 5-alpha E. coli J&3Z 2541 ( =3 ) (NEB #C2987) KL=, tn] LA
R BL21. BL21(DE3). Lemo21(DE3) il Nico21(DE3) Z4MJE At NEB E. coli B3z 74H i,

filgn, NTHELARIRRIEE B, FIRAEA Shuffle T7 Express B2 RIGFT BRI THRIX, AR
NEB iRV Y E. coli ESZZASHIMIRT, FRATMER 2R ) Tohe ve IR A 4 S B L AL RCR A PR AR,
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FEVK bR PR IR AZ S
R 50 pl YRS S AN AL 2R R, RIBY 1 mm By DA,

FEFLERRT, H] HoO KLYk 3 1%, IXPIIEIE R 5 pl BV P15 10 pl B9 H20 TR EHK5EM,
R 1l Fke e YA PN\ FRLER IRAZ S Al

4. BB FRUHTIRS,

5. —H DNA A4, ] DASZEI#ATRZE L, AFRER DNA 5405,
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7
8
9

LS 2RI TR AR AT 95001 E i SOC H577 5,
37°ClEIRZET (250 rpm) 5577 60 Pl & e 575,

. REESRETARAE 37°CHIEA
. R 100 pl BYAIARLEIRES S TR AT AR Lo

10. £ 37°C P I R %%,
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i) 1. X B0k S LG e B T A LA TREE L 3A?

B G HeEE v AR Gibson HEERIR, 1% 5 1A 0] DAIESMEAL AR T LA B — e
AN DNA FER, AT 455 7 41 AR BRI M m PR A SR T & R sa b, (Rl FH P AT DASE
EEFIHENNE, HEAPURRE T2 BREEmMSIATLRXFY], AN, BT 6 RGIEN )
BRIMEG ol 7712, 35T Gibson 4HAEM LG oA va i B s b, AN, I TAEG ik /712,
P 5 Te8% v [ ] DASE BRIR S I A B i SERE 21 DNA FEX

) 2. —AN MRl DAgH A2 /04> DNA FBE?

% 2. — NN HR] AZHEE) DNA BB B BUR T XK EMFY], F£T Gibson 2257574 R] PA
W2 B st — R 2R T, 2R, MER P S Jes% W PR IR, AT BE — RN
HRoKE = el /D R S B A A,

) 3. fii X R 2575 0] PR B PR K E R 2 /0?

% 3: OAUEHH, M T HA 12bp EE AN DNA F R A] DT EAIHEE, SR, XEURTH
BIXIHN GC &8, FATEIAEN AE DNA FHAT4H2ERHE A 15bp 8L KAV EZF4 H Tm > 48°C
(A-T pair=2°C, G-C pair=4°C),

i) 4. f X R EE 75 ] RN SRR K KE R 2 /D?

& 4 B T O TR IR P R AMNIIES & B E T Tk, Rtk ] DAZH 2E AR LS 6 S AN I 100-bp
EH XM DNA 5371

i) 5. JXRh 75 ] PAgH %< 200 bp FIXUEE DNA HBig?

5. 7] Dho N T ISR R, MR/ B B/REY /0B HAR 5 % (AR EL - 8K = 5:1),
H¥ e v H DNA 192 &= R FF(E 0.02 - 0.5 FZEE/R,

i) 6. Py Joag v b Pk n) DAZH 35S sk DNA B HIAEE DNA H B ?

% 6: Al DA, AT, TR B AT ERIVEE LIRS, (ENARIGER, FOTENEFRT%
HERAUECIRTRE DY 45 GIRE/R, IXFILaEE T 12 52K 60 DA HR, HA RS H R
5 30 ML HY B X I,

] 7. ] DAfSE P 56 ol s R ) i 7 B T 2

BT AR 2-3 BN, EBURE MR 15 ordh, JEE AR NN RS 15 28, KRR
A (B ATIE 4 /N ) ATRES TR M 2 A BRIVALR R . ANEERE R R
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A 9. FAR AL IG & 5 wa BB BRI N DB I 362

%0 IBE AFEEMRHEIMENYIEIGE, EEFEFENT, KRErGESIESERASCR, RN E

W T EURLMEAC IR RIPELL A, IR ML A S 10\ BOR & T R N 2 /i, B

FOE NP RRHIPE N YIEE TS, an S {5 FH i PR fll iRk e ML 3R, AR AT S A Bl = i,

N3EIE DNA glifbAt. KE - S0 hE ek Bl b e i vl vk 25 75 i &R it T adifb .,

A 10. QA AHET PCR & H SR AEE DNA B, T2l PAGE 8¢ HPLC 4lifki¥) PCR 5|#14?

BA0: RFEE, n] DA AR ER R Al 5 12,

i) 11, QI RARKE BB DNA SRR %E A\ DUEE DNA HBerh, MA@ PAGE 8¢ HPLC 4lifkir)

BRI ?

B AFE, Al DA AR B ER AL 519,

i) 12, nf A 5242 His 3% 85 5 7% (B CACCACCACCACCAC) 41pki 15 ME RN H BT

&Iy ?

12 ARIRL, TEFRTE His BB H NS EINZE D 2 MAET His B R AIAZHTR, 15

GAE E B YA NI EE 5,

] 13. i L PCR & Wi 2H 2L 7= Py ?

B3 AT LA, AHAEGF Y DNA 73 F 2y, nJ DA T PCR T, AN, WREZ“YZ2HEG

IERIR DNA 731, Er] DURATERIA 1 (RCA) FIRSEAR,

A 14, WERIRAIA TR M AEFALR] E. coli Ja e~ L@, W E0R/ DB b BER/NAIE

W, TWizELH?

% 14: B DA

o TEIFHRMEEIS Lot RN FEW ., — N8 AU 2 2 B B B ST IR A R N R 2 P20 DA R D) e
Eﬁo

o Ki?SE S DNA FEXRISIWi%tt, WiRE BRI ESFY| DA%,

o FRVEFENEAFEATREXT E. coli BEE, nIREFFEMERMEE WWEIK, W BAC, HTHEE™ Y2
—NENMHE DT, Al PUET PCR 8¢ RCA BE{ T4 14,

o FATIMIRTRIA, BEZESHMMANERECEE, FANMHEEEH S EEZSYM, 1 NEB®
5-alpha E. coli &AM ( =502 )(NEB #C2987), N =¥)na] LB MR, TR,



REM IR MR EYI AT Re AR s LR, R, 8 A HA A B p i i AU L 22 s 28 4
M, SRR AR EUEATE S, TRATENAE TR IR S VIR 4 15, WA 45 NEB
TE MR SR S S TR ISR, Tl T2 BCK S MR S VIR R 3 %,
] 15. Q0] D22 BRAA 1 S AP B ?
%15 N T BFBOATENTBIRE EYs, BUANIZZE PCR WM ARGV B, iR
B FEUNATEAE, ATLAH Dpnl b3 PCR A EUAR ARBRENGR B, a0RIEM, W DAMEHRIKGE
M I HE B e HE B
W] 16. {55 F P B JobE i B P TR 2 ki) DNA #4475 IR R IR RS2 A A T 441K ?
& 16: {5 FH P ) 0 4% v b IR R ZH 2515 21 19 DNA MR 5 R ZHOR AT B2 S 4I U367, NEB
HEF(H F NEB® 5-alpha E. coli B2 A4 ( Z8(Z, NEB #C2987), WIRHLE¥KF 10 kb,
NEB #:##{# ] NEB® 10-beta E. coli 527540l ( mi3kd%, NEB #C3019) 2 NEB® 10-beta E. coli Hi
HIEZ S (NEB #C3020)
) 17. $&n] ARG AT R (L 22 52 LIS ?
EAT AR, (HRHRERAL YRR 3 1%, JF BAUEA 1u BT,

(RIS FEHS)
igs) e JkE& (rxns)

M5522S R 5 Te 8% v i TR IR 10
M5522L R 5 T b% ve TR IR 50
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