BrREARERNE

PRABREHARERX  GAOIA 10 ¥k
AAREZHEURNARGIARE 8 GAOIB 201X
GA01C 50 Ik

7= it it B

@'sﬁ%ﬁ:
-20° CPRAF

~

A F-2070° C i&%i.

i F S iR g b R B R R

7= L

H oy GAO1A | GAOIB | GAOIC
5x #HA 40 pl 80 ul 200ul
Buffer

2 i 20 ul 40 ul 100ul
500 bp Sul Sul Sul
control insert

(20 ng/pl)

linearized Sul Sul Sul
control vector

(50 ng/ul,

Amp")

o

EHEE

O PR

O Tl R v
O Tehk il

< DNA 5E 9848
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AR E T LUEDNA H B R S AR E
BALR, WEFATE T4 DNA EEE.
A TR R . B ERUT) DNA B
bR ROR, AR BOE R e E B AT R
BARPEREAL . HRRERL AL, EiT
£ PCR 5| 5'ui A G PEALEAA 15-20
ANPREE R S 80, (445 PCR =4 5'A1 3!
ARty ir A AGNEAL B A R A R P51 R
% PCR P=4) AL VAL Bt % — e LU BR &
Ja, fEEHAFIEMT, 50° ¢ &M 15-30
min BPRfEATHAL,  SEROE R e fE

AR ) A o B R i TR Y AR I
WA &R, ROHBRR 78k B &, [
PETCRERAIA 95% UL . MR EARS
AT R N L, BE R EA SR,
REME A SN BN AT dif B
M T EH RN RE, ORI T 525

L8

WARER
o T

L BOAE A A R
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B &R

HI¥ B PCR IR 514 ZRMEEIA; &

REEAN;

o 2 RS2 A5 4

€ DH5a Competent cell HivwefE, EHT
<15 kb J5iHi;

€ XL 10 Competent cell KB vk, &M
F> 10 kb JFiki;

HAAEL: ddH,0 . PCREF. PCR (%5,

LM E

A AL @R B A PCR 3R1S 2k

P

BARNA T BL: WS A Ry 15-20bp 7

FWERNENEFF (A Ebsid) , 35

Ho Ay IS N B B DR S 1 IE /e a4 1 5

YIFHI 5'0, DA Pty 3445 200 A H

ST E PN

CHMARMN: WM E AN B

LR A, EEAABEHEL T, 507 ¢ M 30

min BRI S8R B2 IR, SEZe b 38k 5

TN B DNA [FARAN AL

DA SN EA Y E AT AL,

AR BT ek, JE RS PCRBH

PRI o

ISR

01 LR AL B AA ] &
LIEBA G RENL S, XA T 4 AL

REEFETET )T I B E AL ER
Ui 20 bp X3 GC S AL 40-60 % Z [H] (AL
ROEAT TR

2. 8RS T AT LGB R M N D)l
BEUIEAL, BURF PCR 471 .

& IR LA AT, HEEAS AU
PITT A AR G v 2 4, BRAR L1 5t
(BB fE) « A PRI 4, 15
& e K EE DT I [R] DL D FROIR SFORL R B, B
KA 5. RA TR EE WIIFR S A )
B, TERLAE M.

& FAKRPRRNTL DNA B, &
SRR EE. E, B )y
2 1R e M AX B A 1 G 75 2R AT R il it B TR Ak
. BHMYEAE BB e kE (8
AR EBD , & ARG IR AR
TER.
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1 L3314 v
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Fig 1. BEAwMEEAREER
€ %A PCR ¥ 3| &Lt Ab Bk R, HEFE
i SR BB & . 50ul [ PCR k&, #
FHEH 1-5ng FRARTURIAEMR, B Lk
A BRLAE AR, DA PRAR IR ASEAR Bk B
Xt v BERH PR 2R R 52 o 3 AR BR i 1)
f§ Dpnl XF PCR P24t AT AL BE, W] DUFF =1t
EBRIRTORARAR ,  FRACFRAR PRSI ik B
YRR R, AATAERRER
£M5 ppnl FRFIVENDIEE, VLA E ML
02 A BRE
LIENF B SI s J5m ) fEdR N A B IR
SR 38 51 W) 50 5] N S AL BRI R
Ui [FIVE A, AR S A B 5R 3
$5¢ AR Uity 43 ) A R 2 A T o 28R A A R By
X R — 5 P[RR 41
AN BOE Y3 51 it 77 KO8
5'-_ b B A i (R 7 51+ BEDI AL s CRT R
R B B D 4 B R I 9 3 51 4
¥ %1-3"
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FA T B Ay 18 51 et oy 08

5'- MU A Ui [F) R 41+ BEUI AL AL (TR
R BRI BR D 4 Bk e 14 51 4
J¥%1)-3"

® AR BFERMEIE / R IG5
5| Tm {8 55-65C A1E;

® I/ UMK I FIUE T 51 R 26 P Ak
Vs ARumry (HTFRBEEL) , 6 &
& 40-60% AL, KN 15-20 ML, 46
AN B BEH T Z B DLR S

1. JNEEY] (BamHl/EcoR1) ZMRie

[l 16bg-
5! .. AGTTAGCATCACCACCATTGAGGATCC- A FrE¥-GAAT TCAGCAGCGGCCTERTCATATGA. .. 3'
37 .. TCAATCGTAGTGGTGGTAACTCCTAGG- A B E&-CTTAACTGGTCGO0GGACCAGTATACT . .. 5’
TBAHBRIEESIHIFS): 5 GCATCACCACCATTGAGGATCCatgaaagtacttectggtot<

EANRBRESI455): 5 [GACCAGGCCGCTACTCAATTCotatototgttotgtgaaca<

2. $gY)) (Bamh|) et 4k Bk
16bp 16bp-
5! .. AGTTAGCATCACCACCATTGAGGATCC—N i & -GGATCCAGCAGCGGCCTGRTCATATGA. .. 3’
3. .. TCAATCGTAGTGGTGGTAACTCCTAGG-FE F B -CCTAGGTCGTCROCGGACCAGTATACT . .. 5’
AR BRIEMSI#FS: 5° GCATCACCACCATTGAGGATCCatgaaagtacttectggtot

EANBRE3I4FS): 5 [GACOAGGOCGOTGOTGCATCOctatototgttotgtgaaca<

3. 218 PCR 2 M1 Bk -
166p 78
5, .. AGTTAGCATCACCACCATTGA-J\ Fr £ - NGCAGCGECCTGRTCATATGA. .. 3 <

3., . . TCAATCGTAGTGGTGGTAACT-HEA - F - FGGTOGO0RGACOAGTATACT. 5" <
BAFBRIEMESIYIFS: 5 GCATCACCACCATTGAatgaaagtacttectggtot«
BAHERRESIYF5: 5 [GACCAGGCCECTGCTctatetotgttotgtgaaca«

EENTR: ©

> EARBEESHERR, AR AR, mAR RS EFS)-

> EBTGMCEAR, BANRSIMETOSEMIA, NEARRAH-
BB TR A

& WRBEASIVKERIE 40 bp, HEFE T
Y& T A PAGE 4litk, HEh TRl
MR HEY 5 IR KRR, RFET
SRR Y RS0 Tm A, 5IANHIFA
VEFP 5 S BEOIT sS AT EAE N

2. AR B PCRYIY

N BOR] AT 2 PCR [ (Taq Aok s O7 1)
I3, LRFEYMIAmAT AR (EHIR
HORA PR, FERAHRPASHID o (HN
TUSY RA I SIN, A R R
G HEEATY Y

03 MU BHEEBARBRNERE

& A MAEAR ST B e s R
SRR T I Wil H 2 ek
Jc U B %4 5 Smear FR BB, L w] i
Nanodrop %53 T W 6B A 85 120 AT VR P

VI H5™hk: http:/www.angmeibio.com

7€, HRHMY Awo/Aso £ 1.8-2.0 Z [H]H
FEME RS URERIKEEMCT 10 ng B, AN[H
RS A AR HE T Ageo 15 B (19K BEAE 1T REAF
TEECRNZESE, HERF RO 2% 2 B 1 vk
X DNA WRFEFHATE N E, BUEH Qubit .
PicoGreen & HEAT I M A2

& A MENEAREEE N T BOREAi, TE
Z IR N E R, i UK B R R
(77X DNA AT € & A 30
TN B nEC B R fa SRR A
BEJE =B 1ul EREREAT HUK, SARER
DNA JE & Marker (S5 EEYS— Hfie)
P AR 26 2 5 DR o LI AR o

pUC1e
L

2

D5k
LR i)
i g2 4

BRE®m M a &

0 by e

10 kb—|
05 b —

Fig 3. ZRMEALERMAIRE N Hr Bt s ek o S5 A
{51l 4 M: DL5,000 Marker. FH¢5 11, [ 1.0 kb
SN 100 ng LR, HRZ%HT DNA B4
50 ng. KRS EAE / SR EMEDHIbMC gL
ARG N BUE A PR BE T 5 AH T
KN Marker 25717 55 & AHALL o

[Rltk: Vector #E#): 50 ng x 2 =100
ng/ul .

Insert ¥ Z)°A: 50 ng x 8 = 400 ng/ul.

2. B BUEHE A

B B 2H ORI R R0 v e AT B
A 0.03 pmo| , BdEifA T BUEHEA 0.06
pmol (ER S5l BE/REE N 1:2) o 7]
FH DL 2 FORL B o 5007 B JBE 7R 2 DNA 44
B E o A A 5:(0.03 pmol)= [0.02x
ToRE AR IE XS ] ng

i i N A B B :(0.06 pmol)= [ 0.04x
N BUIE X ] ng

ITHHER: 4006609586
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B, HKEA 1kb FIHEA T B ERKEA 5 kb B e BEHAR, b B AR 1) b 8 &
M24:  0.02 X 5000 = 100 ng; 4/ A\ F B i {8 FH 8% 24:  0.04 X 1000 = 40 ng »

a. YA RBKER T wEagn, FEsihfidEHER 0.06pmol, AN BHRIEHEN
0.03pmol, I A B THE v FEEUA S5 18 N v BOG B 44 56 45

b Z&VEAL b BE SRR A H = BLAE 50-200 ng 2 [H]s 47 By 4= M i FH & S AE 10-200ng
Z ],

c. BN TEREBAATIRN T BORGALE, N T IRUE R R, I ST AN I e 8
RN 1/5, &EmAREE 1/3.

04 EH M

1. WRIEA X EEH N T DNA &,

B AR SN BORE S, 8 THRORIIFEAERME, v & ks, fERCH

YRR R ESH IR EAMET 1 ul.

2. TUK ERCHICLUT RRBAK 5«

4oy HH N BT RE-1 G AR -2 < H 1 %o e
2R PR AL B A Xl Xl oul 1 pl
N B Yyl oul Yyl 1pl

5 X #H4 Buffer 4l oul o ul 4
o 2H i 2ul oul ol 2 ul
ddH»0 to 20 ul to 20 pl to 20 pl to 20 pl

XY RRAE A O H AT BIEA H E R B &

IR 10 AT FH RN R AL SR A TOIRR ORI R B, AT

BRPEXS HE-2¢ 4 N BL S8R 5 v B # A B AR R PR ORI, HEFE AT

I o HER S 92 T SRR o Aty SI2 36 A ) B 48R TR 2 (R B2

BB RRATIRS GEZRGIRED 58 50K BRI EE B K.
50°C/2% 30 min;  P&ZE 4°C oorBIE Tk EAH,

HEFAE PCR XS5 IR% RO B AR BT IS, EHACRAE R Y. 30 min A48 2
fy  SROBEES [A)AS 2 B R KOG 2 PR T B %

&  HHAMYT20CHR 1A, R ER R,

05 EH =1k

1. TEUK MR P B2 S0, UK EAE 15min(XWl: DH5a Competent cell)

2. BUS ul AN E] soul BZEAMA, RIERNRA(E ZIRGIRS]), UK EFE 15-20
min.

! EA PR AR AR B 2 AN B B RS2 S AR FR Y 1/10;

3. 42°CKIBIEL 1-2min J5, SLEPEFUK EAED 1-2 min.

4. I\ 450 pl SOC 8% LB B3 7R (AU NPt R), 37°CHERE 30min-1h (FI£ 200 - 250 rpm).

5. K AHNPTMER) LB AR [EAEEFREEAE 37 CHEFRAE H Hi#30min,

6. 1 DL H #:% HX 100-200ul B2 & A IERPUMER R b, FEWRAmERS . HeTl12,000
rom 20 1 min, F45 350ul B, AFEIS 150ul B 7R3 EAAE R, BHigA T4 Efbit
PR Lo

7. 37 CHiFRFAHH EREFE 12- 16 he

o o

w a o

¢

ITHME: http:/www.angmeibio.com TR 4006609586
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06 AW LEE

& HRHITRE, EHSBEACEAR TR
oA s, i o X S R e AT AR B
F e I B 2 TR

FA ot R AAR

EHARMFER

Fig 4. iTREFRITFAR

& PREUE A S N LA TR 3 AN b Rk
1T VEPCREE . A9 SN v BRI N 5
LR AL AR B AT FH R P I ORI AR, Y
Sl E DA LSk R BB () i A
FFal¥) , DMEEBREE v E (G B
IR o R PHTE R, 2 X R
K/INFIDNAZK T H IR (Fig 5)

M12345678910111213 14 1516 17 18 19 20 21 22 23 M

<—0.65 kb

Fig 5. W% PCRIRRHEHEMR: s vk Al
M : DL5,000 Marker; 1 - 23: 21 APEM:FE

& FIKPCREENITERFVE, W AR
PR 255 1 S U4 S AR LB 7R 5
FRIRIER, SRBUFRLEETRRYI %€ (Fig 6) ,
B EAE AT ORI o

M123456789101112 13 14 1516 17 18 19 20 21 M

Fig 6E§UIF=ysr bt i e kAl
M: DL5, 000 Marker; 1 - 23: 23 ANFEEmE

VI HM4E: http://www.angmeibio.com

EEE

1 HEAYIK BRI, AT E B AL AR
LAY, HHTEALR, SRR A
Z AN IS T RS2 A AR 1/10.

2 HEAH G ERGCE 50 bp - 10 kb B
3 HRARRIE N B B 5 50

(1) kAT /N BL(<5kb) b FE I «

® [iFUIH S LR, T L@ R n#k
KiE WU (A RZHEANTIBREH, Bk
WS WAV S FEEAT
HH P

®  %Jn] PCR ¥ 3§l & At EAb #ifk, g
IR 25 TR 2% MEAL AL BE HLPCR 7247 HL vk 247
H—, PRy e R A T EA
SN

® IR TEL, A E R B R
ghE RN e R B kR, [
SERRAN 2 5 S B AU AR R R ERR R
ey LS TR Atk B T E AN .
ANFE DL 2R A AR S48 N R B
LA Table 1/ Table 2.

® A ARG Ed AT A
RIS, AF AR R dul (A B
BRI 1/5), SRR 1/3, IIAETR
Sy NP 2 A

(2) AT R P B (>5kb) v FE I :

A8 P v 0 11 Mg e AR R e xR MR 3R
AR B Pt AT 2lidk, 32 s AR 4
N BIaifE .

TR 4006609586
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Table 1. ZRAPEACEAR I 5%

GBI HE 7 R R PEER R BT
R 518 L 4 SRR | IR P DI el
A
7 |penri R e | Il sk # Dpnl 7 1L
P B G R TS R IE
PCR il # TR A R EHAE R R
EUERE Bl
ALY

Table 2. ¥ 3™ W0 A1y ik

AR B PCR I IHHEIL PCR #RAR KA RIESLR TR RELBRTR

SRR AGEEA | Dpnl WAL ELEEAE | FRIEI S Dpnl ¥
FIROFRRERL | ey k) I dELe

RS T
PRI BB g e e
ZH. cDNA
0 B S P Be e
073 JL i B S A

& SIYafAEit?

1. 51¥crt: BB RN TS .

2. HAARMEMEA T G =F: WEEY). BEEY). A PCR, fRIGIEREDEED]. L

3. BI=35r: [RIVEEE (15 - 20 bp, ATHEBEUIL, SURIER B IRAEE, GC & 40-60%) + D)

Pt IR SE50 T SRR R BCE & 70 HRERIES I (51 T BT GAE R 751D .

& PR ERKHEESGESHERD.

1. SIS IER: BRORGIEL S 15-20 bp [RNEE CINTHEBEVIA D, GC & 40-60% -

2. AL R BRI B S e E A R / R, st A RE R

R R R AN LA ) EE A S AR AR

3. FAARRHEN A B 3L e M S R B RAME DNA (AR RGBS 4ul (R M

KRB 1/5, EemAHERE 1/3); BRI, PCR PEMilt AT b [k 4lifh., 4lifhr=

YIEARAE ddH,0 .,

4. JBZAMMBCRNG: BZEHMAEASET KT 107 cfu/pg « ATEHATE A, ik 1

ng JIRL, HX 1/10 BT, A2 1000 ANEEBE, (HEREARCR N 107 cfu/ v g; EA =W

ARFAA BB I RS2 A AUHAARFR ) 1/10, TN PREAANROR: Fa /R i o b FH Sz A4

(41 DH5a. XL 10, Topl0 %%) , AAEEFRRIEBEZEAM (LR IBEZ 2K KL

KAL) o

® ZHHEEAESHBAFBRREAAEHNBEABREESBAFBRKBEZESZ BT
R4

1. HHEAFE PCR PP E A AR R B =) AN B PCR AR, $Efemtk: M

5 PCR P=4); % rE 2Tl .

2. SOREERAMRZEMEAANTE AT TN EE A B M BRI B R A LR A e 4y BTV

FLNEA SIERIAR R AR IR 2, AT S R VIR A &, AR D) SO IR], i Rl

ALY PP )RR E R IR [IA) PCR VR4 G MEAL T BRI, W] DU F g 4]

ITHME: http:/www.angmeibio.com TR 4006609586
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&AM e FERAA B VA R, v DA s BRI N DI &, BTSN [a], i
[ 2l AL B P e i B VIO s [ TB] PCR VA4 R Ak sa e AR IS, v LUK i 70 i 1)
JURIfEH PCR BEAR, JUHZ PCR ¥ MGBECAFMIR BRI, 3RFNER BCF F PR #1114 P9 Y] EgDpnl
AE3E PCR =4, ERRBUPLEAR .

1. FEARFBRIMEETEARE KR 2 PCR § 3G A BN, 5 B
[F M R R AR R, 5 B 1 SRR 7= A= R BE P S B ) R 7% PCR 1] LAY 3t H 5%
o VRN F B PCR F2H4T Dpn | {HALALEE, BE G 3G =ik AT i Ui atith,  BE )
FA et A o [ A R 4 N ASE RPN — SRR e 1k 5 DN — 2% A N Bk S e 5 | AT 1
7% PCR.

ITHMHE: http://www.angmeibio.com ITEHHER: 4006609586
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& E% PCR L&

1. BIYANIERG: A AR B S T A, s e — 2B 514

2. PCR R REFRFAEIE: WA B A ST, L PCR AR, FEp;  BLESREUT KL,
PABTRISORAR. PCR B8IE; B HEA TR 6L -

3. BRI RASFRIN&N, IR, BIAREEA e s, B LEEDIR R,

Smin  £EE1.2k 10min  FE1.2k 15min  ZEE1.2k 30min EE1.2k

5min 10min 15min 30min

Tz [3 s s [t [z s stz 2«15 [z |4 |5 [m

1.2kb FE R AN[E) B 4 e SRS ] N 7% PCR

20C EE1.2k 37°C 1.2k 40°C EE1.2k 50°C EE1.2k

aaaaaaaaaaaaaaaaaaaaa

1.2k b FE[RIZEAS[E) H 4H 2 SR R # 7% PCR
PCR ait, EIREI

PCR™41L

PCR =40 At A RIS ST P e 5 2

ITHMHE: http://www.angmeibio.com TTHER: 4006609586
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