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Intended Use

AccuRapid™ Cloning Kit is developed and supplied for research purposes only. Certain
applications possible with this kit may require special approval by appropriate local and/or
national regulatory authorities in the country of use.

Safety Warning and Precaution

Wear appropriate protection when handling any irritant or harmful reagents. The use of a
laboratory coat, protective gloves and safety goggles are highly recommended. For more
information, please consult the appropriate Material Safety Data Sheet (MSDS).

Warranty and Liability

All BIONEER products undergo extensive Quality Control testing and validation. BIONEER
guarantees quality during the warranty period as specified, when following the appropriate
protocol as supplied with the product. It is the responsibility of the purchaser to determine the
suitability of the product for its particular use. Liability is conditional upon the customer
providing full details of the problem to BIONEER within 30 days.

Quality Management System ISO 9001 Certified

Every aspect of our quality management system from product development, production to
quality assurance and supplier qualification meets the world-class standards.

Trademark
AccuRapid™ is a trademark of BIONEER Corporation.

Copyright
Copyright 2022 BIONEER Corporation. All Rights Reserved.

Notice

BIONEER Corporation reserves the right to make corrections, modifications, improvements
and other changes to its products, services, specifications or product descriptions at any time
without notice.
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Components

Components

AccuRapid™ Enzyme Mix

2 kb pBHA Control Vector
(AmpR, 25 ng/ul)

750 bp Control Insert (50 ng/pl)

Storage

Amount

K-7110 (10 rxn)  K-7120 (20 rxn) ~ K-7130 (50 rxn)

45 ul 45 ul x 2 ea 45 ul x5 ea
3 ul 3ulx2ea 3ulx5ea
5ul 5ulx2ea 5ulx5ea

All components of AccuRapid™ Cloning Kit should be stored at -20°C.

Specifications

Reaction time
Reaction temperature

Need for PCR/Gel purification

AccuRapid™ Cloning Kit
30 min
50°C

Recommendation

1 BQ-042-101-01

www.bioneer.com Revision : 4 (2022-02-14)



AccuRapid™ Cloning Kit

Product Description

BIONEER's AccuRapid™ Cloning Kit allows an accurate and a rapid cloning of 1-3 inserts (PCR
products) into a linearized vector. This product connects the linearized vector and the PCR-
amplified inserts by recognizing 18-21 bp complementary sequences at each end of the
linearized vector and the amplified inserts. Unlike the conventional method which performs
restriction enzyme digestion and ligation, this product does not require a treatment of restriction
enzyme with inserts. Instead, inserts to be cloned can be prepared rapidly through PCR and
accurately positioned within vector for cloning. The PCR primers can be easily designed by
adding 18-21 bp complementary sequences found at both ends of the vector to the 5' end of the

primer.

Step 1: Preparation of

linearized vector Step 2: Extension primer design

Linearized

vector PCR \L Step 3: Insert amplification

1 insert 3inserts
N
Step 4: Cloning (50°C, 30 min) U

\)

e
O O

|

Step 5: Transformation

Figure 1. Schematic protocol for AccuRapid™ Cloning Kit.

2 BQ-042-101-01
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Preparation of Linearized Vector

In order to use the AccuRapid™ Cloning Kit, it is important to completely linearize the vector
using restriction enzyme digestion or PCR.

Experiments with completely linearized vectors will increase the efficiency of cloning, forming
many colonies with inserts as well as reducing colony formation of circular vectors without

inserts.
* Note: In order to increase cloning efficiency, it is recommended to check the linearized vector through

electrophoresis after restriction enzyme treatment and proceed to the next experiment.

1. The vector to be used for cloning is extracted from E. coli using the AccuPrep® Nano-Plus
Plasmid Mini Extraction Kit (Cat. No. K-3111).

2. Linearize the vector by restriction enzyme treatment or PCR.
3. After the linearized vector is clearly separated from the circular vector through
electrophoresis, the linearized vector is purified using AccuPrep® PCR/Gel Purification Kit

(Cat. No. K-3038).

4. Prepare DNA at a concentration of 25-50 ng/ul.

3 BQ-042-101-01
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Primer Design

Primers to amplify the insert should be designed to contain 18-21 bp complementary sequences

at both ends of the linearized vector at the 5’ end of the primers.

* You can easily design extension primers for insert amplification on the AccuRapid™ Cloning

Kit product homepage.

* BIONEER's oligo synthesis service allows you to receive high-quality primers quickly.

18-21 bp extensions
complementary to

vector sequence Insert sequence

Forward

T 1 )
Extension Primer 5’ NNNNNNNNNNNNNNNNNN | 4 3

NNNNNNNNNNNNNNNNNN . 3

. p TV Reverse
P 5" NNNNNNNNNNNNNNNNNN Extension Primer
3’g - NNNNNNNNNNNNNNNNNN - 5°
: Il ]

Insert sequence 18-21 bp extensions
complementary to
vector sequence

Linearized Vector (pBHA Control Vector)

ex) When cloning into Ndel (CATATG), Xhol (CTCGAG) enzyme site.

Vector sequences:

TCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCC
TCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGGGCAGCAGCCATCATCATCA
TCATCACAGCAGCGGCCTGGTGCCGCGCGGCAGCCATATG(Ndel) GCTAGCATGACTGGTG
GACAGCAAATGGGTCGCGGATCCGAATTCGAGCTCCGTCGACAAGCTTGCGGCCGCA(Xhol
JCTCGAGCACCACCACCACCACCACTGAGATCCGGCTGCTAACAAAGCCCGAAAGGAAGC
TGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGG
GTCTTGAGGGGTTTTTTGCTGAAAGGAGGAACTATATCCGGAT

3’ end vector sequences (Forward primer)

GTGCCGCGCGGCAGCCATATGNNNNNNNNNNNNNNNNNNNNNNNNN
5 end insert sequences

5’ end vector sequences (Reverse primer)

GTGGTGGTGGTGGTGCTCGAGNNNNNNNNNNNNNNNNNNNNNNNNNN
3’ end insert sequences (Reverse complement)

4 BQ-042-101-01
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Insert Amplification
After primers design, PCR is performed with the synthesized extension primers to amplify the
insert (Using BIONEER’s PCR equipment, AlllnOneCycler™, you can amplify rapidly). After that,

perform PCR purification or electrophoresis followed by gel purification to obtain a purified insert.

Forward primer

Hl

Reverse primer

1. Using an existing template

1) Use the AllInOneCycler™ PCR system (Cat. No. A-2041) and AccuPower® ProFi Tag PCR
PreMix (Cat. No. K-2631) to amplify the insert from the template DNA.

2) Add template DNA, primers, and nuclease-free water into AccuPower® ProFi Tag PCR

PreMix tubes to make a total volume of 20 ul or 50 ul. Do not calculate the dried pellet.

* Preparation of reaction mixture

Components 20 pl reaction 50 pl reaction
Template DNA (1-500 ng) Variable (1-10 pl) Variable (1-25 pl)
Forward primer (10 pmol/ul) 0.5-2 ul 1-5 ul
Reverse primer (10 pmol/ul) 0.5-2 pl 1-5 i
Nuclease-free water Variable Variable
Total volume 20 ul 50 ul

3) Dissolve the vacuum-dried pellet by vortexing, and briefly spin down.

4) Perform the reaction under the following conditions.

5 BQ-042-101-01
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Step
Pre-denaturation
Denaturation
Annealing
Extension

Final extension

Temperature
95°C
95°C

45~65°C
72°C
72°C

AccuRapid™ Cloning Kit

Time
5 min
15~20 sec
15~30 sec
1 min/kb

3~5 min

Cycles

1 cycle

30 cycles

1 cycle

5) After electrophoresis with the amplified insert, gel eluted with AccuPrep® PCR/Gel

Purification Kit (Cat. No. K-3038).

2. When using AccuGeneBlock Service

When synthesizing an insert using that AccuGeneBlock service, it is recommended to add

vector complementary sequences (18-21 bp) at both ends.

1) Access the BIONEER website (http://www.bioneer.com).

2) Click the banner in order of Gene/mRNA Synthesis and Gene Synthesis Custom Order.

3) Select AccuGeneBlock among service types.

4) Enter the gene name and sequences to be synthesized.

5) After selecting the Scale and End type, confirm the quotation.

6) Click Preview Invoice to confirm your order history and place your order.

(To complete your order, you must click Place Order in the shopping cart.)

6
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Cloning Reaction
For the cloning reaction, mix the reagents as described below, spin down, and incubate at 50°C
for 30 min using an incubator or thermal cycler. After the reaction, keep it in ice or at -20°C until

use for transformation.

1. Prepare the reaction mixture under the following tables.

Components Negative Positive Sample
HICEESe U (D i) (Samr;llep\llector) (2kprHACo1nut:Vector,AmpR) (Samr;llep\llector)
Purified PCR products (70-150 ng) - (750 bpgfn{:ll Insert) Variable*
Nuclease-free water 5ul 3.5 ul Variable
AccuRapid™ Enzyme Mix 4 ul
Total volume 10 pl

* Purified PCR products need to be 70-150 ng/rxn totally, and 5 yl maximum in volume.
ex) 1 fragment: 5 pl, 2 fragments: 2.5 pyl x 2, 3 fragments: 1.7 pl x 3

2. Mix the reaction mixture by tapping the tube gently and briefly spin down.
3. Incubate the reaction mixture at 50°C for 30 min.

4. After the reaction, reaction mixture should be stored either on ice or at -20°C until

transformation.

7 BQ-042-101-01
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Transformation

1. Take competent cells from deep freezer and slowly thaw on ice.

2. Add 10 pl of cloning reaction mixture into 50-100 pl of competent cells and incubate on ice

for 20 min.

3. Heat shock the cells at 42°C for 90 sec. Then, immediately place tubes on ice and incubate

2 min.

4. Add 1 ml of LB broth (not included antibiotics) and incubate at 37°C shaking incubator (200
rpm) for 1 hr.

5. After the incubation, centrifuge at 3,000 rpm for 5 min, remove the supernatant, add 100 pl of

LB broth, and gently resuspend the cell pellet by tapping.
6. Transfer to LB agar plates (including antibiotics) and spread completely.

7. Incubate overnight at 37°C in an incubator.

8 BQ-042-101-01
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Results Analysis

1. After transformation, check colonies in the cultured plate.
* Note: Colony numbers can be different depending on the size and number of inserts, conditions of

competent cells, transformation conditions, etc.

2. Single colonies are inoculated into LB broth containing antibiotics and incubated at 37°C
shaking incubator (200 rpm) for overnight. Then, extract the plasmid using AccuPrep® Nano-
Plus Plasmid Mini Extraction Kit (Cat. No. K-3111) and check whether your gene of interest

has been successfully cloned through restriction enzyme treatment, PCR, sequencing, etc.

BQ-042-101-01
Revision : 4 (2022-02-14)
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1. Little or no colonies produced

Checking way Cause Solution

Confirm vector sequences
Incorrect design of
_ ) ) whether containing
extension primers for insert
o complementary sequences and
amplification ) _ ) )
design extension primers again.

Proceed the experiment after
Incorrect vector sequences | confirming the correct vector

sequences through sequencing.

Colonies are normally Even if the band is well identified

formed in positive control. on electrophoresis after

restriction enzyme treatment or
PCR, the insert may be

contaminated or lost during gel
The amount of vector or - -
) . ~_ purification or PCR purification.
insert used in the reaction is )

Therefore, after gel extraction or
small. o

PCR purification, a small amount

of insert or vector should be run
through electrophoresis to
confirm the appropriate

concentration for the reaction.

Decreased transformation o
o Check the expiration date and
efficiency of competent o
) _ efficiency of competent cells.
Colonies are not formed in | cells

positive control . . .
_ _ Since the cloning efficiency may
More than 30 min of cloning .
_ be reduced, the reaction
reaction )
proceeds for 30 min. If

10 BQ-042-101-01
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Using large amounts of

AccuRapid™ Enzyme Mix

transformation is not possible
immediately, store the reaction

at -20°C until use.

If you add AccuRapid™ Enzyme
Mix more than the appropriate
amount, the cloning efficiency

may decrease, so use only 4 ul.

2. A large number of colonies are generated, but the exact cloning product is not

confirmed.

Checking way

Many colonies are formed

in negative control.

When PCR is performed
with candidates, the correct

band is not confirmed.

When confirming the size or
sequences of the PCR
product, sequences that is
different in size or similar to

the vector is found.

Cause

Non-linearized vector

Contamination of insert
(PCR fragment)

The same or similar
sequences to the 18-21 bp
complementary sequences
of the primers also exist at
the other sites within the

vector

Solution

After restriction enzyme
treatment or PCR, check the
linearized vector through

electrophoresis and proceed.

The insert may be contaminated
during PCR or purification, so a

small amount of insert should be
reconfirmed by electrophoresis

and used.

Proceed with a different cloning
design, or use a ligation method
after restriction enzyme

treatment.

11
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AccuRapid™ Cloning Kit

Description Cat. No
10 rxns K-7110
AccuRapid™ Cloning Kit 20 rxns K-7120
50 rxns K-7130
Description Cat. No
Oligo Synthesis (Primer) Service S-1001
AccuGeneBlock Service S-2043
Gene Synthesis Service S-2041
AccuPower® ProFi Tag PCR PreMix K-2631
AccuPrep® Nano-Plus Plasmid Mini Extraction Kit K-3111
AccuPrep® PCR/Gel Purification Kit K-3038
AlllnOneCycler™ PCR System A-2041
Agarose, 100 g C-9100
50X TAE ,500 ml C-9004
Agaro-Power™ System A-7020
DUALED Blue/White Transilluminator A-6020
GreenStar™ Nucleic Acid Staining Solution | C-9036
12 BQ-042-101-01

www.bioneer.com

Revision : 4 (2022-02-14)



BiONEER

« Value « Di: 'y
Batch Catal Consult
atc atalog ] )
LOT REF A Caution [:13_] Instructions
Code Number
For Use
Contains Research T ‘
emperature
Sufficient for “ Manufacturer RUOQ | Use P
Limitation
<n> tests Only
g Use-by
Date
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HE 8
~ 4
FYE
K-7110 (10 rxn) K-7120 (20 rxn) K-7130 (50 rxn)

AccuRapid™ Enzyme Mix 45 ul 45l x 2 ea 45yl x5 ea

2 kb pBHA Control Vector

(AmpR. 25 ng/ul) 3 ul 3ulx2ea 3ulx5ea

750 bp Control Insert (50 ng/pl) 5ul S5ulx2ea S5ulx5ea
B

AccuRapid™ Cloning Kit 2| & #48ES2 -20°C 0| A 22slOF BfL|Ct

HE AbQ
AccuRapid™ Cloning Kit
S Al 30
Hg 2 50°C
PCR/Gel purification Z2 4 HE AR
17 BQ-042-101-01
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HE e

BIONEERS| AccuRapid™ Cloning Kit= 1~3 ZZt2| insert (PCR product)E M3} =l vectord| H&tds
1 MESHA cloning & = U= MBYLLCH 2 ME2 PCRE SFE insert %“F_h_-'f Mzt &

—
o OlAlS
= I__l

=
vector & ZEFO| 18~21 bp complementary A& = . Insert (PCR product
= plasmid)Ofl Mot AE M2[$t = ligationst= LI B2, MetzA M| o cIonmgOFE:|
insert& PCR $&2 &¢if HEA FH|E = U2, vectord|| insertE &5t= &

cloning & & USLICH 7|0 AFEE|l= PCR primere &2 & vector & ZTHO| Z+HZ 18~21 bp
complementary A @& 5 ZETHO| F71510] A CIxpelg = UASLICE

_9
re
m\.l
|r
OE
't
o
£

Step 1: Preparation of Step 2: Extension primer design

linearized vector
)
|
Linearized
vector PCR \L Step 3: Insert amplification
|
1 insert 3inserts

/=

e
:

Step 4: Cloning (50°C, 30 min)

Q
O
l

Step 5: Transformation

23 1. AccuRapid™ Cloning KitS 0|2%t M¥ mAlz,

18 BQ-042-101-01
www.bioneer.com Revision : 4 (2022-02-14)
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MES}HEl Vector =H|
AccuRapid™ Cloning Kit & At2317| A E Motz M2| == PCRS O0[8310] vector & 2t 3|
M3t o= A0| 2L &H| MAZt E vector 2 4

—
insert 7t AU E|X] %2 AH vector 2| colony FH2 =0

.
He R

(w1}
=1 insert 7t &Y El colony 7} EO|
A E L Lt

sl Motz M2 2, H7|YS5S S HES & vector & 2QIst LhE

1. Cloning 0| AF2E vector & AccuPrep® Nano-Plus Plasmid Mini Extraction Kit (Cat. No. K-3111) £

0|8238}0] E. coli 2K E| =&38}0] Z=H|stL|C}.
2. HlstaA 2| E= PCRE E8| vector & ME 3} s},

3. M7|¥s2 Sl M3t =l vector & AH vector 2F A 22l |, MYz

—

AccuPrep® PCR/Gel Purification Kit (Cat. No. K-3038) & 0|83

4.DNA 5=E5HE 58|l 25~50 ng/pl 8| 5= 2 =H|EHL|Ct.

19 BQ-042-101-01
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Primer C|X}2l

=

Insert & SZ38}7| st primer = extension primer ZM primer 2| 5 ZEHO| MAES| = vector &
2UTHO| 18~21 bp complementary A|€S Z&tst= = C|XtQIE|0{OF BHL|C,

* BIONEER AccuRapid™ Cloning Kit M & ZH O|X|0|M ZHEHSLA insert 52 I8t extension

primer & C|AtQISt =+ UASLCE

*BIONEER 9| 22|41 g MH|AE O|8otA|H 1ZFHO| primer & M&SHAH 2od 5 ASLIC

18-21 bp extensions
complementary to

vector seqguence Insert sequence
Forward I I

T — 1
ExtoraiC o5 NN S

NNNNNNNNNNNNNNNNNN . 3

51 WNNNNNNWWNNNN Extension Primer
T NNNANNNNNANNNNNN &

Insert sequence 18-21 bp extensions
complementary to
vector sequence

Linearized Vector (pBHA Control Vector)

ex) Ndel (CATATG), Xhol (CTCGAG) enzyme site 2 cloning St= Z$-.

Vector AM¥:

TCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGA
AATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGGGCAGCAGCCATCATCATCATCATCACAGCAG
CGGCCTGGTGCCGCGCGGCAGCCATATG(Ndel)  GCTAGCATGACTGGTGGACAGCAAATGGGTCGCG
GATCCGAATTCGAGCTCCGTCGACAAGCTTGCGGCCGCA(Xhol)CTCGAGCACCACCACCACCACCA
CTGAGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAA
CTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGAACTATATC
CGGAT

3 Tt vector A|E (Forward primer)
GTGCCGCGCGGCAGCCATATGNNNNNNNNNNNNNNNNNNNNNNNNN

5 Lt insert MY

5 YTt vector ME (Reverse primer)
GTGGTGGTGGTGGTGCTCGAGNNNNNNNNNNNNNNNNNNNNNNNNNN

3 ZCH insert {2 (Reverse complement)

20 BQ-042-101-01
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Insert S

C|XtQl = $HMEl extension primer 2 PCR 2 +=#3}0] insert

£ SEYLILE (ZAS]
PCR 8|2l AllinOneCycler™ & A-E3tH Df2 W22 S5 + AFLILH). 0 =, PCR purification
L= M7|¥S = gel purification 2 +25t0] purified insert & 22 L| LY,
Forward primer C—pmmm
e —
EESTT Reverse primer
l PCR
1
s

1) AccuPower® ProFi Taq PCR PreMix (Cat. No. K-2631) 2} AlllnOneCycler™ PCR system (Cat. No.

A-2041) 2 O|238}0] template DNA 25 E insert & SZgtLILCL,

2) AccuPower® ProFi Tag PCR PreMix FX L{Of template DNA, primer, nuclease-free water & '@

HE 2O 20 pl £= 50 ul 7k B =5 FH|[ELCH AZXE premix 2| £I|= ZetSHA| GH&LCt

. H2 204
L-LO O 1

H|

A

=M 20 pl 8 50 pl B2
Template DNA (1~500 ng) Variable (1~10 pl) Variable (1~25 pl)
Forward primer (10 pmol/ul)

0.5~2 1~5 pl
Reverse primer (10 pmol/pl) 0.5~2 pl 1~5 ul
Nuclease-free water Variable Variable
Total volume 20 pl 50 pl

-
ot

, spin down 'L|C}.

21 BQ-042-101-01
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g 2 Azt
Pre-denaturation 95°C s
Denaturation 95°C 15~20%
Annealing 45~65°C 15~30%
Extension 72°C 1=/kb
Final extension 72°C 3~5

5) ZZEl jinsert & M7|¥E st

elution 2tL|Ct.

ot

2. AccuGeneBlock Service £ 0|23l= A

AccuGeneBlock Service € 0|25} insert of OtCh
.|

g gy¢
(18~21bp)E F7I2 0] &ddt= A FHFUCH

1) HIO|2L|O} ZH|O|X| (http://www.bioneer.co.kr)0fl & %8tL|Ct.

2) FHXmRNA &4 — Gene Synthesis Custom Order =22 H{LHE 2

4) 289e REXA olEM MES YHYUCH

6) Preview Invoice & 282t & F& WHS =5t FELCH

RULLIO|AN =D817|2 S 2IsiAdoF 20| et EL|C)
( - = - )

AccuRapid™ Cloning Kit

e
I
i

1 cycle

30 cycles

1 cycle

, AccuPrep® PCR/Gel Purification Kit (Cat. No. K-3038) S = gel

42, & LT vector complement A€

2isL|C},

=

22
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Cloning %2

Cloning EtS2 2l CtSat 20| BtSES S&5t0] spin down =, incubato
AH83t0] 50° COHH 30 & =0 BLSA|ZL|CE BtE0] ELH FAH

+ thermal cycler &

o
B SUY UK Pg EE

T=2= =]
=M Negative Positive Sample
. 1 ul 1l 1 ul

AMS = ~
st & Vector (25~50 ng) (Sample Vector) (2 kb pBHA Control Vector, Amp?) |~ (Sample Veector)
Purified PCR products (70~150 ng) ; (750 bp Loul " Variable*
Nuclease-free water 5ul 3.5 ul Variable
AccuRapid™ Enzyme Mix 4 ul
Total volume 10 pl

* Purified PCR products =
Gl Al) 1 fragment: 5 pl, 2 fragments: 2.5 pl x 2, 3 fragments: 1.7 pl x 3

o goie
o O =

2. SEE I8 tapping St 40f & F, spin down

3. HISEAUS 50°C 0| 30 =2t BFSAIAHAFLICE
4. B30 §2E 2, HSEU2 LTS Y WX €3Z

& 70~150 ng/rxn O| E|=& HOIF0, ZCf 5 7t EX| &=F gLCt

gL C.

L= -20°C O] A EatetLct.
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AccuRapid™ Cloning Kit
CRSEak,

=)

1. Deep freezer 0 A] competent cell 22 HLHO] LS oA HHY =
2. ¢

=
20

r-||I nlo

210l =9l competent cell 50~100 ul &l cloning 2S84 10 ul °F =2&st
7+ S-S Al LICE

3.42°COM 90 = &

X ZoF =

ot A& A (heat shock)2
27 t7| gt

gL o =, REE

0|'

4. 24 7(1|7f ZOPE|X] B
of

]
H

QFSHL|C

—_

2 LBbroth 1 ml & &E7}$t =, 37°C shaking incubator (200 rpm)0| Al 1 A|ZF

I:i

(L

5. HFO| L £, 3,000 rpm 22 527t /A 22|50} cell down T At
100 ul &

T O

20, cell pellet 2 tapping St £

ZHZ MAHSHD LB broth
6. YN ZetE L

B 20ELCH

LB agar plate 2 &7, 28| AHEEZE spreading 2 L|CH
7.37°C incubator 0| A| overnight B QF&tL|C}

24

BQ-042-101-01
www.bioneer.com Revision : 4 (2022-02-14)



BiONEER

Innovation « Value - Discovery

1. @UHE 3, YE colony S oI CY

= =
2 7=, competent cell 2] MEf, AEMa =H S0 o8l CIEA dd

=

*
24
Kl
Q)
o
(@]
o]
<
>
rr
5
w
(0]
=3
e}
|
N

2. Single colony & 28 A7t Z=2HEl LB broth Off Z&3t0] 37°C shaking incubator (200 rpm)0i| A
AccuPrep® Nano-Plus Plasmid Mini Extraction Kit (Cat. No. K- 3111)%

overnight B &L|Ct O =,
o HstE 4 X2, PCR, sequencing 52 Sl cloning 0 &

0|23} plasmid & FZot
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Positive Control2| colony=
A OZ AMAME|
oo 11— oo

Positive Control2| colony =
A A OfEl
OO L-O3-

YEEIX] 3.

Insert2| extension primer
CIXtelo] ZXE E#

=27t 2RE

Vector A&
PERS

Competent cell?] Y& T &t
20| Hoj®l 22

AccuRapid™ Cloning Kit

U8 302 AIfSHO] TR
=B

Ot QO AccuRapid™

Enzyme MixE AR89 <2

AccuRapid™ Cloning Kit

complementary A €0| Z&E|AE=
X| =2l =, C}A| extension primer
£ C|xtelg|ct.
Sequencingg &
1°'° gtol

g5 H0l= band7t & =QIE|RA
Ol &=, gel purification EE+= PCR

purification 1’8 &0 insert’t 2
AE| AL AH4E= 427t AsY
Ct. 22 &, gel extraction £+

PCR purification & 2%2 M7|Y
S22 Melsta, gk B =

S
=2 AFEELL

™

ASOof| Oz ALE 2 Lt
competent cell®] & 7|7t %

i =)

2ES

Cloning 80| Z#4AE £+ /Ao
X

oI5t AHg gL Ct

2 Hge :
=HZ gEMe oX| 28 A0
= H2E8 -20°C 23 = A2t

AccuRapid™ Enzyme MixS = &2
HC} BOl @A El® cloning &
O ROtE == UA2L|, 4 Bt ALE
ghLfC,

Mo
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2 2| colony?l ¥EE|A2L}, HET cloning 20| ZHQIE|X| 2E.
ghol ity el s
Hetza NM2| =& PCR & H7
Negative control2| colonyZ} VectorZ} 2tHot M 0| Ot o e aad =
2 8o Mgzt = vectorgs

0
20| M,

Candidates& PCR 3S [
et band7t AM40| Ot

o= =N

PCR product®| AtO|= =0l
e MEE =M I AL
O|=7} #O|8 AL} vector2t

AR ME0| 2HE.

o
32

Insert (PCR fragment)7t 2 &

= Ze

Primer0| Z3HEl 18~21 bp
complementary A @1} Z+A
L} SAFSE MEO| vector LIE

o| CHE Xof U= BR

x

—

L

N
A

oo
I}

Jot 0@
ot re o
fot

F¥

insert®| PCR L&
purification ZFE0|A QHE|O| Ct

insertZl &QIE £ oL, Ht
=

)
k=X

E|™M purification A& A&

|
AN
=
JIBSLE Mt A Y

2 oo rm

-

L

n
na

Cloning C|X}QlS CHEA 8t T
WEALE, HotmA X2l 2

Stg
ligationSt= WS At&gL|CE.
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AccuRapid™ Cloning Kit

HEZ Cat. No.
10 rxns K-7110
AccuRapid™ Cloning Kit 20 rxns K-7120
50 rxns K-7130
HEZB Cat. No.
Oligo Synthesis (Primer) Service S-1001
AccuGeneBlock Service S-2043
Gene Synthesis Service S-2041
AccuPower® ProFi Taqg PCR PreMix K-2631
AccuPrep® Nano-Plus Plasmid Mini Extraction Kit K-3111
AccuPrep® PCR/Gel Purification Kit K-3038
AlllInOneCycler™ PCR System A-2041
Agarose, 100 g C-9100
50X TAE ,500 ml C-9004
Agaro-Power™ System A-7020
DUALED Blue/White Transilluminator A-6020
GreenStar™ Nucleic Acid Staining Solution | C-9036
28 BQ-042-101-01
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Batch Catal Consult
atc atalog ] )
LOT REF A Caution [:]3_] Instructions
Code Number
For Use
Contains Research T ‘
.. emperature
Sufficient for “ Manufacturer RUO | use
Limitation
<n> tests Only
E Use-by
Date
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