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2.1.3.4 M 8ml VAW P1, HEFEMA.

2.1.3.5 M0 8ml V¥R P2, SZRIIEAIENE: 6-8 IR, =K E Smin.

2.1.3.6 i\ 8 ml &M P4, SZRIEFENH 6-8 X, ZIEIE 10min.

2137 ¥ N g SR b, g, OREAVEWR.

2.1.3.8 [AJEM NN 0.3 AR AR, EERS .

2.1.3.9 ¥R BB A

2.1.3.10 8000rpm 250> 2min, 5|3 S5 A i IR W

2.1.3.11 AW B AN 10ml 36K PW, =R 8000rpm 250 2min, {14 R, KW A

PR ERE T

2.1.3.12 [ BRI 3ml TE/K 8%, &3 8000rpm 250> 2min, {RIFRTR, K5 R P A 23

R

2.1.3.13 =i 8000rpm =5.0» Smin, R PHAEBCE T — A FF RS T .

2.1.3.14 [ WL P A A g in N 0.75ml ddH0, iR E Smin.

2.1.3.15 i 8000rpm 2.0 2min, FT/5VE R B N B kL.

2.2 FRLREEMIE : W excel ®
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EndoFree Maxi Plasmid Lab Report

1. Laboratory Equipment and Reagents

1.1 Laboratory equipment

Equipment Manufacturers Model
Centrifuge Heal Force Neofuge 15R
Spectrophotometer Thermo NANODROP 2000
Standard reagent type
Qingdao Fulum Technology Co., Ltd FBZ2001-up-p
pure water meter
Clean bench Suzhou Antai Air Tech Co., Ltd SW-CJ-1FD
Constant temperature
oscillation shaker Changzhou Aohua Instrument Co ., Ltd SHZ-82A
1.2 Reagents
Reagents Manufacturers Order
EndoFree Maxi Plasmid Kit Tiangen Biotech(Beijing) CO.,LTD DP117
Anhydrous ethanol Sinopharm Group Chemical Reagent 10009218
Co., Ltd.
Luria-Bertani Liquid Medium(powder) Servicebio G3102
Luria-Bertani Solid Medium(powder) Servicebio G3101
Ampicillin Servicebio G5053
Kanamycin Servicebio G5054-1G
Isopropyl alcohol Sinopharm Group Chemical Reagent 80109218
Co., Ltd.
Centrifuge tube Servicebio
TIP Servicebio

2 EndoFree Maxi Plasmid Experimental Steps

2.1 To cultivate 200 ml bacterial culture, with 37°C. 220rpm. 16h.

2.2 Column equilibration: place a Spin Column CP6 into a 50 ml collection tube (supplied in the
kit) and add 2.5 ml Buffer BL to Spin Column CP6. Centrifuge for 2 min at 8,000 rpm (~8,228 x
g). Discard the flow-through, and place Spin Column CP6 into the same collection tube.

2.3 Harvest 100 ml (for low copy plasmid, please harvest 200 ml) overnight cultured bacterial
cells by centrifuging at 8,000 rpm (~8,228 x g) for 3 min at room temperature (15-25°C), and then
remove all traces of supernatant.

2.4 Try to remove all traces of supernatant, use clean filter paper to absorb the fluids inside the

tube wall.
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2.5 Resuspend pelleted bacterial cells in 8 ml Buffer P1 (Ensure that RNase A has been added).
The bacteria should be resuspended completely by vortex or pipetting up and down until no cell
clumps remain.

2.6 Add 8 ml Buffer P2 and mix thoroughly by inverting the tube 6- 8 times, then incubate at room
temperature for 5 min.

2.7 Add 8 ml Buffer P4, and mix immediately and thoroughly by gently inverting 6-8 times, until
the whole solution become cloudy. Incubate at room temperature for 10 min. Centrifuge for 5-10
min at 8,000 rpm (~8,228 x g), the white material should be in the bottom of the centrifuge tube
(prolong centrifugation time properly). Transfer the supernatant into a Filtration CS1 (avoid
transferring large clump into the Filtration CS1, which will clog the filtration membrane). Gently
insert the plunger into the Filtration CS1 and filter the cell lysate into a new 50 ml tube (not
supplied in the kit).

2.8 contamination), mix completely by reverting upside and down and then transfer all solution to
the Spin Column CP6 (put Spin Column CP6 into 50 ml collection tube).

2.9 Centrifuge for 2 min at 8,000 rpm (~8,228 x g). Discard the flow-through and place the Spin
Column CP6 back into the same collection tube.

2.10 Add 10 ml Buffer PW to the Spin Column CP6 and centrifuge at 8,000 rpm (~8,228 x g) for
2 min. Discard the flow-through and place the Spin Column CP6 back into the same collection
tube.

2.11 Repeat step 9.

2.12 Add 3ml 96-100% ethanol to the Spin Column CP6 (put the CP6 in a collection tube).
Centrifuge for 2 min at 8,000 rpm (~8,228 x g), discard the flow-through.

2.13 Put Spin Column CP6 back to collection tube, centrifuge at 8,000 rpm (~8,228 x g) for 5 min
for removing residual ethanol.

2.14 To elute DNA, place the Spin Column CP6 in a clean 50 ml collection tube (supplied in the
kit) and add 1-2 ml Buffer TB to the center of the membrane and incubate 5 min at room
temperature, centrifuge at 8,000 rpm (~8,228 X g) for 2 min. Transfer the eluate from 50 ml

centrifuge tube to a clean 1.5 C for storage.°ml centrifuge tube and put at -20 for storage.

2.2 Determination of Plasmid Concentration: Ssee Excel.
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