Hx

Flﬁ]éﬂﬁi 44444444444444444444444444444444444444444444444444444444444444444444444444444444444444444444444444 1
R A B A b
FH P B R I M - 5
AR oo 5
JR IR e e e e e e e b
FERETEIR -+ v verveees e s e e e b
B e D)
R T R RE ST Bl - e e ee e et 3
A E ST AT G I - e ee e 3
B RE oo 3
BATA e 4
T T AT 5 LRI DN A - e e e emee e ee e 4
HFTRIHE ZJ 1]+ 4
FELIAL AR e 4
DINAZE Ar e 4

b et 4

B0 L e e e 5
/i}]}{"/)ﬁ‘ 7}1DNA 44444444444444444444444444444444444444444444444444444444444444444444444444444444444444 5
SR DNA L EE RN AL e e 5
B BT B+ oo e e 6
BT TS+ e e e s e e e e 7
FEEE TR DN AN B IR A I JT e e eeeemeeemeeme e 8
L JRIDNA /N BRI G EUTURL - eeveeeeeomeesmessesee e 10
FH R /N R S A B BT oo eee e e e e 12
B LI BT AI A - 14
B T: o522 P AT B ORIDN AR I T veveemeereeeme e 16
B2 JFRIDNAIHCE Gl e veeeeeee e 16

4 SImEenii A& I FE I B AR SL v veeveeeeeme e 17



FE AR
R FRL DNA /NERFIE

5 KFEG

50 Kl

250 KHI%

Cat. No.

R AU

2ml BLE

RNase A

Buffer I

Buffer 11

Buffer N8

Buffer W2 (R0
Buffer E

LR

1005005
54
54

1.5 ml
1.5 ml
2 ml
2.5ml
0.6 ml
1 fy

1005050
50 4
50 4>
28 ul

14 ml
14 ml
20 ml
25 ml

6 ml

1 %

1005250
250 A4
250 4
140 pl
70 ml
70 ml
100 ml
65 mlx2
30 ml
11

* 5 YRR ) RNase A E N F Buffer I H.

kL DNA /NERF&

5 KFEG

50 Kl

250 R HI %

Cat. No.

R AACA:
2 ml BOE
RNase A
Buffer I
Buffer 11
Buffer 111
Buffer W1
Buffer W2 (JR%i0)
Buffer E

P RE

1001005
54
54

1.5ml
1.5ml
2ml
3ml
2ml
0.6 ml
14

1001050
50 4>
50 4>
28 ul
14 ml
14 ml
20 ml
28 ml
16 ml
6 ml
14

1001250
250 4
250 4>
140 pl
70 ml
70 ml
100 ml
130 ml
100 ml
30 ml
14

* 5 YRR ) RNase A E N F Buffer I .

BURL DNA /N B &

Cat. No.

IR A,
2 ml BOE

RNase A

Buffer I

Buffer 11

Buffer 111

Buffer W1

Buffer W2 (IR0
Buffer E

LR

4 KIS
1007004
44
44

2.1 ml
2.1 ml
3ml
3 ml
3ml
1 ml

114

50 YKl %
1007050
50 4
50
56 ul

28 ml
28 ml
40 ml
28 ml
24 ml
12 ml
1y

* 4 YRR ) RNase A E N F Buffer I .
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7= At 5 R

1. RNase A A& iiz%n, LRI 5 E15% RNase A B T 2-8°Chiff

2. JMA RNase A [ Buffer I 1§ T 2~8°Cfifif7. R AEAFHS ML 6 M~H, 7L Buffer 1
R BTN RNase A

3. HAtlsn S s A SRR TR (0~30°C) , RIZEPRAE YR8 ML AE e I B ARk
WA= S A7 T 2~8°C, AIAEK T B IAE SO R A LA (2~8°CHig A7 (117 i A i
BT LS8 S R B = 05 A RD .

P % B &BEAF 54 &

1. ToKZE

2. 15ml B0, 2ml B0 (FRVMEREIRAIG « BIREABk
3. —RMWARFES R SMAD

4. ERNEBELH TEEC 1.5 ml B0 2 ml 808 KT

5. BEIRIRY A

BRSCH

BUM B = AW AT RER AR TR : #MEAAKS: Simgen, e-mail:
technical@simgen.cn, Hii&: 400-0099-857.

RERIE

WU S AT A A PR A 7] RAE B S AL 07 o il iR AR U6 ) A A 7= il o
R A B S AN RE T R SRR ER, TS M LA, IR R A R BOR
SCRPPRIUE B B0 ELEIRAR A F) R B, Rt R

EEEN

Buffer II. Buffer N8. Buffer IIfIBuffer W15 & AL &4, e G RILKRTFE
MG REE, Wi R k. IREE, VERTRON DS EIY R . BREER, ZTEPA K
KB A B S K, A TEHE SR E ST H .

PN A

PR TR DNA/N IR ER A T AR A 5 508 K I IRRR o i Buffer N8, A LLiEFH
JUESIT B N M 1~5 mIdN B B 324 (LBESFREE) A PUig RN 2 F50 ugis 415 (ST RIDNA 5
FUREDNA /N 8385 G0 A 5 /N R 2 ) A 6k AS [ S 2 ks 1 32 B S AN [R) Bk #% I
BOm B AR &, FTAE20-3020 8 N 70 B 44k £ E 50 png i AR R DNA . 3RS0 FRL
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DNAE A FIRGIE N VIR AL 7 SCRETRE . S SR, MOMER 5B, &
A 2 e S o T AR W) 2 SE IR . A SR A 1) TR DN A 5 22 AR S50 BUR 1) 40 M % e s,
IR BT N # R FURDNA/NE R & (Cat. No.: 10090500 . FEH # Z i HiDNA/ME
FIAAE (Cat. No.: 1006050) . TG %= FURDNAF &7 & (Cat. No.: 1016025)
BN T %= R FIDNA K &7 & (Cat. No.: 1017025) .

7= 8 A IR A Y

PRIEFUR. DNA /NG G & A 7E BRI . sl . WP A scirh i, X —
eIl H A A = P8 DUSORL, HL7E 15 2 0 DHS o5 A DIEBRIEAY (endA-) , AKZ) 3 ml
FARGE ARG FRY) (LB 5 9R48) ThHRHUGURL DNA,  #AF IR i fE tRiE .

JitkE DNA /NG & B IE A M 3~5 ml AR F-Y) (LB B 7758 rhfeUnik
DNA, HXSBUREfE 35 B2 PR A BR Ao e BE i) Buffer W1 AJBE 24040 EE EALE
AR BB AR R R N DTG

RN R B N S~ 15 ml R ANE IR (LB #5975 HhREUR
Fi DNA 3L AR 7 B — R IR B 2 B BTRE DNA, - Bl 52 1 BORL A #5 DL
BORAK, FEGIRIGH AR ER, Hod ks mnrhehZuliaE.

JFORLAR R Gl 5 N2 IRIAPE AT (i KB AT 3D rh 7 B 4046 BTk DNA. R 2
MNHE 2 ERBA RN B 23 B AEAG R DNA, 175 5 H A R 0T 40 B BEAT DR AR B, AR OP IR
THSHE 16 TP 1 B 22 [RBATELNTE Bk DNA 420757 N A

BESTR T 5L

1. @A
T EEEE SR PAR R PR — A R B R, R RI3-5 ml CMMEHRET LR S RIS

mD EFXRPTAERWLBEFREF, 37°C, RIZMRGHEFR12-16/0T . 1R FHTUAI T

(1) AR IREAT I H e o B T 85 9% o A TR A7 X H VR B R IR 0 T e L& H B
BRI FE R B 4k, IR ERFRIOANE . H s WOE S8 PiE R F
MR RIZR TR IE, Pk K RIFI SRR TR 7%

(2)  ANEPRI A H T A B — AR R B R R TR . [ B S B TR VA ) AT AR T A
EERMERMER, MERGAEFRSRR, RMOEBGEEIE R .

(3)  2-8°CUKFE ARG 2 S (- AR I B 78 CATFIRIE T, A& SR,

(4) N B FRIT A RN 16/ o BrFRT [ 16/ NI [ 40 B T 46 H BLA RS, 7T
At S U BIDNA 15 3 BRI

(5) R THWEEFRIERFRE T & BRI RLCR T 1/4.

6) WLBRFETHINaCIE RIZFEN0 g/L, FZ2THLBANH B =Y FihiDNAS R A
122 ugkift.
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2. Wik

PUREWEE B 7R (12000 rpm &0 30 F0) #H S HERUR LR BT A 5 8%, AL
2 3000 rpm 250 5 BRI R, DME T R4 BT IR AT

DA Buffer 1 7853 =T AN B, AR 70 B 40 B A BB B4 (1) Buffer 1T A% . ¥4
iR 4 T R kL DNA 53554 DNA Bt ok, Ab TR A

PR FRYI N ZBUR B RE BRI Buffer 1T 5 M 8K LB WR, I
AR ZBURBRAE, N5 R =4 A B 5 G ml fe
3. VIR AR 5 fZF4DNA

Buffer N8 5 Buffer ITT 25l Buffer IT 77 (BRI, LA Bk DNA 9% H 2402
RGE IR B AE VMR D, KO B (LRI 4 DNA T7E 52 1k 0 i ot o 5 T I 2B — S
TERGITIE « Z3 i B 0 J5 HE K 20 DNA 55 B A8 v SR AR B B9 08 IK 8, 53 5 kL DNA
STERTE
4. PRFERF

B T4 B 12 K AR B A B B R (AT 22 57, 0 A P s 4 e 3k ) 5 1) R P o o
e DAHEAR fot 1 R R AR o A 4 W] IR JSUREAR ) &5 7= b 35 OV FE Buffer TN 7 SRR 7R,
SN\ Buffer N8 &, Buffer I J5 #1450, BV SBEHIANG, HEXEELR
R EYTUE, IR BRI HE = 78 4 PR AR
5. RegifhEA
1) DNA &4

B BRI A BURL DNA B L35 BN i rp A i 208080, BITAT {5 DNA I
B B Al A A AR R L, 5 B %) B 1 B R Ui 20 AR B RS I 2% T B i R R 2
2) Y%

gt BB SRR EN RN, Buffer W1 B8 ROhEE £ X SR B I E A

T T A B K T AT B B AR BR i I DI SR R Cend A+ RIS 22 B8 Hh A4 R
KL DNA, Buffer W1 Se5 B BARENE, &NGEEAEAAE FRREED (FEEENIE
PR AR R AL R N DB 2™ S J5 LB R B . N 32 WS W 1 endA 3
(K%,

EndA- Strains of E. Coli

DH5a DHI1 DH21 JM106 | JM109 SK2267 SRB XLO

TOP10 DHI0B | JM103 | JM107 | SK1590 MM294 Stbl2™ DB(II;IE_
XL10-

BJ5182 | DH20 JM105 | JM108 | SK1592 Select96™ | Stbl4™ Gold

EndA+ Strains of E. Coli

C600 JM110 | RR1 ABLE® C | CI236 KW251 | P2392 BL21(DE3)
HB101 | TGL TB1 ABLE®K DHL2S LE392 PR700 BL2L(DE3)

™ pLysS
JM101 | TM83 TKB1 | HMS174 | ES1301 M1061 Q358 BMH 71-18
AllNM strains AIl'Y strains
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WA A DH5a.. DH10B 55 FR il 14 N VI BB AR (endA-) 15 B 4046 TR DNA,
Buffer W1 $E55 B0 LIS (HAN R 5 ml LB 4R 5 7240 b 2 B 44k Bk DNA, 5% 8
A ERIREEASH L, I I Buffer W1 b1,

Buffer W2 £t £ 5% B B 1) Buffer W1, T{R-405 15k DNA WP AE i At B

JF KL DNA 456 Vel i AR v 5 B A e i Sl A AR B Rl R] LSt 85 0 33 P AN
OR8] R TE A R B SR o T LLIE A B8 0oL 9 “short run” 8] “quick 5 200E 47 LA 1T 293 (E I
A o
3 BLAT

FBeid A UR 2 2 ml B0 B, Bl R 1 aEr CInRES O LIS O
JEIEARE] 14000 rpm, FATEIE DA 12000-13000 rpm 250 2 7381 HIVER
A. 1§ Buffer W2 #7840 B 00 R 25 .

B. fEZFF Buffer W2 JEE A RS, WG IR B A b, TR Ok
*.

4) WK DNA

A, FRA R AR A PR AL Buffer E (5 mM Tris-HCL, pH 7.5) /it ik DNA,
DMIE T JURL DNA RS E G647 0T LA 25 B 77K BE M DNA, (H2 R £ 25 25
TR pH KT 7, &5 NH5200 DNA F5ER 8%

B.  B4INATYeMFUR DNA (1) Buffer B 80 25 8 T /K IR T LU = ok DNA [0
R Pl Ve AR R AT AR N SRAE 1 Bk DNA BT o G ST HE i 7k DNA 1)
Buffer E 50 £ 85 PR IR FAA/N CELtn 20 pl) ,  BSRAT AT A T2 v 345 10 B R
DNA (K&, HH T HBRAEE B aifbbE R, & SEERE MR DNA
P10 B 7 A1

C.  Ti#A®) Buffer E B0 2 B F /K BEHE =i FURL DNA I8EILRCE

D. ¥ Buffer E 80 28 PRI LU J5 REK 53 B IR (RERKZ 3-5 408D fEiem
JF kL DNA it 22 o

E. EOAFERALE T EEMA Buffer E ¥EM B DNA, T T4 % TR
BRI 20, R TR A AR T Bk DNA 3 -

F. NTrEEMmARARNZE, mREONEA RS, FRATEBCH BT B DNA
2% F BN 8000 rpm BS0r 1404, DABE IE 1.5 ml B0 5 2 i v 10 463403 8 oML o

6. JFRL DNA HI3REUBR M4

EREZTH AN SR B DNA J5 2 55 32 B B 74 7 SR DNA 3% I8,
T UUFORL, 8 A 1.5 ml LB 4535 T RE3R1F 5-15 pg Uk DNA. WIF2%H I
J5R R B A B — VMR B K FORE DNA,  FoAl 18O Bk /M i & 15 mil
LB 203572 AR BUT R DNA. T 282 1 I BRL 48 T3

Simgen Rapid Plasmid DNA Mini & Plasmid DNA (Double) Mini Kit 10/2022 5



SRR Origin of replication Copy number Classification
pUC vectors pMB1 500-700 high copy
pBluescript vectors ColE1 300-500 high copy
PGEM® vectors pMB1 300400 high copy
pTZ vectors pMB1 >1000 high copy
pBR322 and derivatives pMB1 15-20 low copy
PACYC and derivatives p15A 10-12 low copy
pSC101 and derivatives pSC101 ~5 very low copy

TR R AT BURL DNA 78 2 FIHTHE T, JSUR. DNA S HE) BRI R 2 e 440 AT P g
TR R B FURL DNA /T 30 pg BF, 44 R AT IR 100% 0 =5 280 B B DNA . 4B
HUF KL DNA 5T 30 ug i, Aifb AR RER Y 58 2 15K DNA, {HAG #143 JUkE DNA 23
FRIEE T . IR RSN TR DNA, A0 AT 7 3R B s BEIX 31 50 pg bA
b A Y B AR B DNA SA BRI, S48 100 wl BL_E & Buffer E H i 5 kL
DNA, faifbis b 25k 8 KRR DNA A 7B .

Simgen ik 4ifkAE (Cat. No. 7001050, W HAiTI) PEAEAEHE e, wIER EME
2 FEANAERF IR G 1Y) DNA WPt 7, 1 R Al & 0 P A 3

DNA /57 5238 5 F U & 260 nm AL KGR ISHE RT3, #8708 10D J6% FEAH
2T 50 ng/ul X% DNA IREE . DNA (140 K238 5 Asso/Asso BEAT A5, 411745 DNA 1)
Aseo/Axso FLE PAZTE 1.7-1.9 Z [H]; DNA [f155 7555 B8 0 5 T Aoeo/Anso AT, 4fiig
DNA ] Azeo/Azzo LLAERIXAE 1.8-2.5 Z .

A&

. WRBOVAHIAThEE, R R E R 25°C,

2. %A RNase A HIUZEHE RS &t N 1 ml Buffer I, Y847 J5 PR VAW [ 225 4 Buffer
I KRR, FEMRZRITHERIT 2 M5 “RNase A N fIFsic, BT 2~8°CIRFF.

3. WIERFEFRE TR RAE Buffer W2 FANNTC/AK 2085,  FEAERRZE I J7 HE Hh 3T A1
e 2l S HIbRIL .

4. HERKT 15°CHF, A Buffer IT 7T M ASEVE R T A HEUTE 4, WE Tl
T 2T 37°CK IR B Z YT VA A I A P

5. FIGLLN S 4ERDUE R AR AL

PR DNA /N JFUKE DNA /N7 & SRR R R &
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BRIEREER

&L-
-

A\ Buffer I, A Buffer 11 I\ Buffer N8

BiRNE AR (Buffer 11D ,
F fl1Buffer 11

VORI TS AL LA 8,04 A DNA U
FERZHDNA

]

1]

} _aalllo il

ACIEa A s Buffer W1. W2 B[Rl A
ek

sl

HONLS ml L B\ Buffer E FF ik 4575 HIDNA
B DNA
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FAHRIE FRL DNA /NG SR BUR AL

1. 12000 rpm Zil> 30 FPUCEE 1-5 ml BRIBFOAH, FRIEFE. A
250 pl 21 RNase A B Buffer I, 79 EFENMAR .

'HJJH TR 5 25 15 BF RS LA IR S W 1 U7 vk VUEMAN P . 7070 B (40 B 535 — IR B,
S EA AR /N, 15 UK 7 E SN A JS BURE DNA R 4

2. ﬂu)\ 250 pl Buffer II, RFMH TSR LE 4-6 )R

* {41 Buffer IT B AV R % AT WLTIEAFAE s Buffer I AT 58 )5 Rias S s, 8 b0 5 2 S il

* B RO AT IR 3 AU 5T, 75 UK 5 B U ) 6 0 R R4 B R 41 DNA
* M ERR AN, O SRS IR, R E ;@@k4¢ T ft R P R B, T A

fﬂﬂ»‘\l“h/ BLIE B RS H
* B IRA NI 5 40
3. ﬂu)\ 350 pl Buffer N8, BMHFZE BB OEEETRRPEREBHE
ﬁﬁﬁé%ﬁﬁ%ﬁﬁﬁmﬁo
URANTT H ek T e iR 50, 75 WPKs 5 B0 i il 2% 10 ook iR A 25 X1 4 DNA
* M‘t HHIAE KT 3 ml B, B O e SN E AT, M SHR I 4-6 K.
4. BSIE (=12000 rpm) B2 o§h.
5. )l%#?ﬁﬁﬁﬁﬂz*iﬁ:l: 2ml BLER, BSR4 by EEREINZER AL

e, EEEZE, 12000 rpm E:u 30 #.

* S HUE B /)(”HJ AR NRZRR AR, I (8] AT RE 2 S ECE IR DTSR, AR TS SR BRAE .
6. F2mlBOEPRIER, 1%#3&&%1{&%@@] 2 ml FEIL\%=F, EER
ghi{kEh i 800 pl Buffer W2, 3= F&2=, 12000 rpm 2510 30 #.

* ISR TORL DNA B TR 4 B 1, EEDIR 6 — IR AT (R 3R15 9250 2R T A£ 11 ik DNA.

G SR BURL IR 7 2 TR B AE AR I AT T, B 2 BL21 HB101 %5 end A+75 121, M 75 244 11— /X Buffer W1
Cii BT, Cat. No. B025-01) ¥k, AU LIREA IR N VIEG, 75 07T fe 225 m o 2 BE V) BUR «
fIATE Buffer W2 1 L&A oK O EE o

* PEME TR TR, B GRS P TE 250 VR IE O B OMLITE B, TG 2 ml B0 TEAR T A5

i — .
7. F2ml BOERHER, BERELEERE 2 m BOER, RS
(>12000 rpm) Bl 1 94,
v;‘«/a)Uu TR W, W78, 75 0T BE B Al A (0 5 REHh % B3 A 2T S0 Jig 48

#4032 BIIR o

1

) S 6 2%
8. Frml BELE, BEBRACHEET— ,F.)%EKJ 1.5 ml BIOEH, &4
HRED RN 60~100 pl Buffer E, = F&2%, =28E 1 946,
12000 rpm > 30 .
* SR B AL B MR RS T, TR B 2RO 8000 rpm B0 1 40l DL 55 VR T 45005 55 0 AL
AT 2585 TR e DNA, {HSLHf PR A 19 25 25 77K (1) pH 7E 7.0-8.5, K540 DNA IIBEMSR o
9. FFahiib, HERAIBRAL DNA P BVATF & FEYFEIE,; HEW
R DNA 75 F - 20°C&H.
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Protocol: Plasmid DNA Purification Using the Rapid Plasmid Mini Kit

1. Harvest 1 - S ml overnight cultures of bacteria cells in LB (Luria-Bertani)
medium by centrifuging at 12,000 rpm for 30 s, discard the medium. Fully
suspend pelleted bacterial cells in 250 pl Buffer I with addition of RNase A.

* The pellet could be suspended completely by vortexing or pipetting up and down until no cell clumps left.
Otherwise it would seriously affect the final plasmid DNA yield.

2. Add 250 pl Buffer II and mix thoroughly by gently inverting the tube 4 - 6
times.

* Before using Buffer II, make sure that no visible precipitate exists in the solution. After applying Buffer II,
tighten the cap to avoid prolonged contact with air.

* Do not allow the lysis reaction to proceed for more than 5 minutes.

* Do not vortex, as this will result in shearing of genomic DNA.

* The solution should be viscous and slightly clear when the bacterial is lysed sufficiently: if too much bacteria
was used, continue inverting the tube until the solution becomes viscous and slightly clear.

* Do not allow this step to proceed for more than 5 minutes.

3. Add 350 pl Buffer N8, mix gently and thoroughly by inverting the tube
until the color of precipitate changes from blue to light yellow completely.

* Do not vortex, as this will result in shearing of genomic DNA.

* Continue to invert gently 4 - 6 times after the color of precipitate changes from blue to light yellow completely if
the bacteria culture medium used was more than 3 ml.

4. Centrifuge at full speed (>12,000 rpm ) for 2 min.

5. Place a spin column in a 2 ml collection tube (provided), transfer the
supernatant into the spin column, close the lid and centrifuge at 12,000 rpm
for 30 s.

* Transfer the supernatant into the spin column immediately after centrifugation, stay for a long time may cause
the precipitate to float, which makes it hard to operate in following procedure.

6. Discard the filtrate. Place the spin column back to the collection tube. Add
800 pl Buffer W2 to the spin column. Closed the lid and centrifuge at 12,000
rpm for 30 s.

* Repeat step 6 is recommend to ensure high quality of plasmid, if plasmid will be used for cell transfection.

* Ensure ethanol has been added into Buffer W2.

* For endA+ host bacteria (e.g. wild-type E.coli, HB101, BL21), washing the spin column by adding Buffer W1
(Order separately, Cat. No. B025-01) is necessary to remove trace nuclease activity. Buffer W1 is not provided,
can be purchased from Simgen separately.

7. Discard the filtrate. Place the spin column back to the collection tube.
Centrifuge at full speed (= 12,000 rpm) for 1 min.

* Do not omit this step, as this will cause problems in downstream applications due to the residual ethanol in the
eluate.

8. Discard the collection tube and place the spin column in a new 1.5 ml
microcentrifuge tube. To elute DNA, add 60~100 pl Buffer E to the center of
the column, close the lid, let stand for 1 min, and centrifuge at 12,000 rpm
for 30 s.

* The deionized water can also be used to elute the DNA, but the pH should be ensured at 7.0 - 8.5, otherwise it
may affect the elution efficiency.

9. Discard the spin column. Eluted DNA can be used for a variety of
molecular biology experiments or store at -20°C for later use.
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FBTRL DNA /N 357 & 3R BUR AL

1. 12000 rpm Bl 30 FUYLEE 1-5 ml BEIEFOAE, FREFE. A
250 ul 20N RNase A B Buffer I, 79 2FERNMARE.
*A] R AR A R B FE AR 2 OWAT (1 7 VA B DT I A B B . 78 2 B (4l B 5 35— IR B, A
IR AT AT DR /ANTR B, A5 DU 7 B R i S UL DNA IR 77 5
2. JO 250 pl Buffer 11, iRFHFESMEIEEOE 4-6 X,
* i [l Buffer IT BT HfA %A AT WUTHEAFAE ;s Buffer IT A ] 5 5 M o SOl s5, B 52 S K WA .
DURANTT F @i iR % iR 51, 75 WK 5 350 i ) 4 1) JBRE Hh VB A 25 (R4 DNA.
GRURFEAI, R AR S R SRR IR, ARG AN R 2 B, e
B R VE LAIE BIURE R (3 AR

* WD IRANNEEE 5 8.

3. A 350 pl Buffer III, BMARSMWBEEOCEEZERRPNERT
RERHETAHRECITIE.

B BRAS BT e iR % a VR 50, 75 WK 5 350 Ja 1) 46 1 FORE R AG 55 (K14 DNA.

4. BEIE (=12000 rpm) 20> 10 535,

5. BERAUHET 2ml BUOED, PR 4 PR LERBANZIZERS
ki, EFEE, 12000 rpm Bl 30 .

6. F2ml BOEDRERA, 1%&&&@%*13@@1 2ml BiLER, EEER

ai{ksEhinA 500 ul Buffer W1, = &, 12000 rpm =il 30 #.
* ORI ARFERS, n SRE T kE GORY B B0 VBRI B O LS B, TR 2 ml B EAR T BB
s —.
* PP IR N T PR R B ER N UIEE T, W ORI TN DHSoSE endA-T bR, FIERSIGEER: W
L8] HB101 5% BL21 %5 end A+ 14, TS R 44 W5 G5 0%
7. F2ml BIOERRIER, 1%#2%%1{1&%@3] 2ml BOER, EER
ikt 700 pl Buffer W2, 3= F&Z, 12000 rpm i 30 7.
* B AAE Buffer W2 H L&A LK LB
8. F2mlBEOEHHEE, BRRAUEEREE 2 m BOES, BEE
(=12000 rpm) B> 1 538,
WA SN TR O, AN, 150 A]RE BT AL A i BORL R B A T R S SR

9. ﬁ 2 ml BLE, SEREvEET—1 ,F.)%EKJ 1.5 ml BIOEH, &4
1&&&%&*9&7111)\ 60~100 ul Buffer E, 5= &%, RiBHE 1 5%,
12000 rpm 25> 30 #.

* SR B AL B MR A S T, 1R B0 2RO 8000 rpm B0 1 4l DA G BRIV I $5145 B0 Lo

AT LB T K BEL DNA, {H SRR BT A 0 25 55 7K 1) pH 7E 7.0-8.5, 5 NPHE 520 DNA R B 3%

10. Fahifest, SEBLABTA DNA AT BV A TFEMS FEMEIE,; HE&W
"KL DNA fEETF - 20°C&H.

il
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Protocol: Plasmid DNA Purification Using the Plasmid DNA Mini Kit

1. Harvest 1 - 5 ml overnight cultures of bacteria cells in LB (Luria-Bertani)
medium by centrifuging at 12,000 rpm for 30 s, discard the medium. Fully
suspend pelleted bacterial cells in 250 pl Buffer I with addition of RNase A.

* The pellet could be suspended completely by vortexing or pipetting up and down until no cell clumps left.
Otherwise it would seriously affect the final plasmid DNA yield.

2. Add 250 pl Buffer IT and mix thoroughly by gently inverting the tube 4 -
6 times.

* Before using Buffer II, make sure that no visible precipitate exists in the solution. After applying Buffer II,
tighten the cap to avoid prolonged contact with air.

* Do not allow the lysis reaction to proceed for more than 5 minutes.

* Do not vortex, as this will result in shearing of genomic DNA.

* The solution should be viscous and slightly clear when the bacterial is lysed sufficiently; if too much bacteria
was used, continue inverting the tube until the solution becomes viscous and slightly clear.

* Do not allow this step to proceed for more than 5 minutes.

3. Add 350 pl Buffer III, mix gently and thoroughly by inverting the tube
until the color of precipitate changes from blue to light yellow completely.

* Do not vortex, as this will result in shearing of genomic DNA.

4. Centrifuge at full speed (>12,000 rpm ) for 10 min.

5. Place a spin column in a 2 ml collection tube (provided), transfer the
supernatant in step 4 into the spin column, close the lid and centrifuge at
12,000 rpm for 30 s.

* Transfer the supernatant into the spin column immediately after centrifugation, stay for a long time may cause
the precipitate to float, which makes it hard to operate in following procedure.

6. Discard the filtrate. Place the spin column back to the collection tube.
Add 500 pl Buffer W1 to the spin column. Close the lid and centrifuge at
12,000 rpm for 30 s.

* This step is necessary to remove trace nuclease activity when using endA+ strains such as HB101, BL21. Host
strains such as DH5a do not require this additional wash step.

7. Discard the filtrate. Place the spin column back to the collection tube.
Add 700 pl Buffer W2 to the spin column. Closed the lid and centrifuge at
12,000 rpm for 30 s.

* Ensure ethanol has been added into Buffer W2.

8. Discard the filtrate. Place the spin column back to the collection tube.
Centrifuge at full speed (= 12,000 rpm) for 1 min.

* Do not omit this step, otherwise, it may cause problems in downstream applications due to the residual ethanol
in the eluate.

9. Discard the collection tube and place the spin column in a new 1.5 ml
microcentrifuge tube. To elute DNA, add 60~100 pl Buffer E to the center of
each column, close the lid, let stand for 1 min, and centrifuge at 12,000 rpm
for 30 s.

* The deionized water can also be used to elute the DNA, but the pH should be ensured at 7.0 - 8.5, otherwise it
may affect the elution efficiency.

10. Discard the spin column. Eluted DNA can be used for a variety of
molecular biology experiments or store at -20°C for later use.
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kAR 500 pl Buffer W1, 3= F&2, 12000 rpm 5> 30 7.
8. F2ml BOEPRIER, 1%#2@%1{&%@3] 2ml BiLEP, EXER
hifkeEhmA 700 pl Buffer W2, 3= F&Z, 12000 rpm i 30 7.
* HfATE Buffer W2 W 2N AN TE/K 4 1
9. EEPES K.
10. F2ml BOEDRER, BEBRAYHERES 2 ml BLEH, R5E
(>12000 rpm) Bl 1 94,
* PR AN T RRIRA M AR, 1E27)ANE, 75 W] RE R BT ik 00 JSURL 5k B A 2T S Jig
[ S 56 U
1. F2ml BUE, BZBREUEET— mﬁ*E‘J 1.5 ml BLEH, 4l
kiR EED RN 60~200 pl Buffer E, 3= &=, ZE#E1 ﬁ%ﬁh
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* SR B AL B MR RO EE T, 1R B A RO 8000 rpm B0 1 4l DL 55 I TR T 45005 58 0 AL
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12. FaifktE, ERARR DNA T A TFE#Ha FEYFESE; HHEF
[H. DNA %75 F - 20 °CE&H.

:h *

12 Simgen Rapid Plasmid DNA Mini & Plasmid DNA (Double) Mini Kit 10/2022



Protocol: Plasmid DNA Purification Using the Plasmid DNA Double Mini Kit

1. Harvest 5~15 ml overnight cultures of bacteria cells in LB (Luria-Bertani) in a 2 ml
microcentrifuge tube (not provided), discard the medium. Fully suspend pelleted
bacterial cells in 500 pl Buffer I with addition of RNase A.

* Recommended: Collect more than 10 ml of bacterial(except rich culture medium such as 2xYT) to increase the
recovery of the final plasmid DNA. Bacteria can be collected in 15 ml or 50 ml centrifuge tubes, then suspended
bacteria in Buffer I and transferred to 2 ml microcentrifuge tube.

* Please use a 2 ml microcentrifuge tube. The volume of the 1.5 ml microcentrifuge tube is too small to perform
the follow steps.

* The pellet could be suspended completely by vortexing or pipetting up and down until no cell clumps left.
Otherwise it would seriously affect the final plasmid DNA yield.

2. Add 500 pl Buffer IT and mix thoroughly by gently inverting the tube 4 - 6 times.

* Before using Buffer II, make sure that no visible precipitate exists in the solution. After applying Buffer II,
tighten the cap to avoid prolonged contact with air.

* Do not allow the lysis reaction to proceed for more than 5 minutes.

* Do not vortex, as this will result in shearing of genomic DNA.

* The solution should be viscous and slightly clear when the bacterial is lysed sufficiently; if too much bacteria
was used, continue inverting the tube until the solution becomes viscous and slightly clear.

* Do not allow this step to proceed for more than 5 minutes.

3. Add 700 pl Buffer III, mix gently and thoroughly by inverting the tube until the color
of precipitate changes from blue to light yellow completely.

* Do not vortex, as this will result in shearing of genomic DNA.

4. Centrifuge at full speed (>12,000 rpm ) for 10 min.

5. Place a spin column in a 2 ml collection tube (provided), transfer 800 pl supernatant
from step 4 into the spin column, close the lid and centrifuge at 12,000 rpm for 30 s.

* If precipitate was suspended in the supernatant, repeat step 4 once again.

6. Discard the filtrate. Place the spin column back to the collection tube, and transfer
remaining supernatant into the spin column, close the lid and centrifuge at 12,000 rpm
for 30 s.

7. Discard the filtrate. Place the spin column back to the collection tube. Add 500 pl
Buffer W1 to the spin column. Close the lid and centrifuge at 12,000 rpm for 30 s.

8. Discard the filtrate. Place the spin column back to the collection tube. Add 700 pl
Buffer W2 to the spin column. Closed the lid and centrifuge at 12,000 rpm for 30 s.

* Ensure ethanol has been added into Buffer W2.

9. Repeat step 8 once.

10. Discard the filtrate. Place the spin column back to the collection tube. Centrifuge at
full speed (= 12,000 rpm) for 1 min.

* Do not omit this step, otherwise, it may cause problems in downstream applications due to the residual ethanol
in the eluate.

11. Discard the collection tube and place the spin column in a new 1.5 ml
microcentrifuge tube. To elute DNA, add 60~200 pl Buffer E to the center of each column,
close the lid, let stand for 1 min, and centrifuge at 12,000 rpm for 30 s.

* The deionized water can also be used to elute the DNA, but the pH should be ensured at 7.0 - 8.5, otherwise it
may affect the elution efficiency.

12. Discard the spin column. Eluted DNA can be used for a variety of molecular biology
experiments immediately or store at -20°C for later use.
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