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Two methods were pursued for the extraction of DNA from E. Coli
The first method:
1. Incubate the bacteria up to saturation in a Petri dish with LB broth. at 37°C for 24 hr

2. The Bacteria is then passed into an Eppendorf tube, adding each 567 uL of TE buffer and 30 uL
proteinase K 20mg/mL. Incubate for an hour and 37°C

3. Add 100 mL NaCl 5M, mix vigorously. Add 80 mL of the CTAB/NaCl solution and leave to dry at
65°C for 10 min in the thermoblock, for further addition of a chloroform/isoamylic alcohol solution and
centrigue for 5 minutes

4. Transfer the aquous phase onto a fresher tube and add a phenol/chloroform/isoamylic alcohol
volume to later centrigue and resuspend on 100 mL TE buffer

The second method:

1. The bacterian batch is cultivated to saturation in broth and it's centrifuged at 5000 rpm and 4°C
for 10 minutes.

2. Add 5 mL TE buffer, centrifuge to the same conditions. Add 5 mL of the ph/chl/isoam solution,
and mix vigorously for 3 minutes.

3. Centrifuge at 6000 rpm and 4°C for 20 minutes, dispose of the leftover liquid and let the tubes
dry out.
4. 0.5 mL TE buffer are added, as long as two volumes of absolute ethanol, centrifuge at 1300 rpm

and add 200 L to the tubes.

5. At completion of the extraction, run an electrophoresis to prove the presence of DNA.
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USING THE AXYGEN KiIT

Note: The use of ethanol at 96% induces precipitation of the ADN

1. 1-4 mL of LB culture is collected. Centrifuge at 12,000 rpm at 4°C for 5 minutes to pellet the bacteria.
Decant as much of the supernatant as posible. Add, EtOH again, and repeat the process. After assuring that the
strand of DNA is inside the Eppendorf. Leave the excess supernatant to dry off, when it almost dries completely
off, it's time to begin the procedure.

Note: When using rich broths such as LBG or 2xYT, reduce the culture volume by half. Excessive bacteria will
reduce lysis efficiency, resulting in low yield and reduced purity of the plasmid DNA. Do not exceed 2 ml of
bacterial culture grown in rich broth.

2. Resuspend the bacterial pellet in 250 pl of Buffer S1 by vortexing. Please be sure that the
bacteria are completely resuspended before proceeding.

Note: Be sure that RNAse A has been added into Buffer S1.
3. Add 250 pl of Buffer S2, and mix by gently inverting the tube for half a minute. Do not vortex.

Note: Vigorous shaking or vortexing will cause shearing of the bacterial genomic DNA and result in the
contamination of the plasmid DNA.
After use, the buffer S2 bottle should be closed immediately in order to avoid neutralization of NaOH by
ambient CO2. Buffer S3 (Step 4, below) must be added within 5 minutes.

4. Add 350 pl of Buffer S3, and mix by gently inverting during half a minute. Centrifuge at 12,000 rpm for 10
minutes to clarify the lysate. Do not vortex.

Note: Vigorous shaking or vortexing will result in contamination with genomic DNA.

5. Place a Miniprep column into an uncapped 2 ml Microfuge tube (provided). Transfer the clarified
supernatant from Step 4 into the Miniprep column. Transfer the Miniprep column and 2 ml
Microfuge tube to microcentrifuge and spin at 12,000 rpm for 1 minute.

6. BUFFER W1 WASH

WASHING WITH BUFFER W1 IS REQUIRED ONLY IN CASES WHERE THE PLASMID HAS BEEN PROPAGATED IN AN
ENDA+ BACTERIAL STRAIN. THESE STRAINS OFTEN EXHIBIT HIGH LEVELS OF ENDONUCLEASE ACTIVITY WHICH WILL
DEGRADE THE PLASMID DNA.

PROCEED TO STEP 7 IF AN ENDA- BACTERIAL STRAIN IS USED.

PIPETTE 500 L oF BUFFER W1 INTO EACH MINIPREP COLUMN. CENTRIFUGE AT 12,000 RPM FOR T MINUTE.

7. PIPETTE 700 pL OF BUFFER W2 INTO EACH MINIPREP COLUMN. CENTRIFUGE AT 12,000 RPM FOR 1 MINUTE.

NOTE: MAKE SURE THAT THE VOLUME OF ETHANOL SPECIFIED ON THE BOTTLE LABEL HAS BEEN ADDED TO THE BUFFER W2
CONCENTRATE.
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USING THE AXYGEN KiIT

Cells grown in suspension or a cell suspension freshly-isolated from animal or human tissues:

1A, Collect 1x103-2x106 cells in suspension and transfer to a 2 ml microfuge tube (provided).
Centrifuge for 5 minutes at 2,000xg to pellet the cells.

2A.  Add 350 pl of PBS to resuspend the cells and then add 150 ul of Buffer C-L. Let the tube
stand for 1 minute at room temperature

3. ADD 0.8 uL oF RNASE A AND 8 pL PROTEINASE K. VORTEX FOR 15 SECONDS AND INCUBATE AT 56°C FOR
15 MINUTES. BRIEFLY CENTRIFUGE TO REMOVE DROPS FROM INSIDE THE LID.

NoTE: DO NOT ADD PROTEINASE K DIRECTLY TO BUFFER C-L.
4, ADD 350 pL BUFFER P-D TO THE SAMPLE AND MIX BY VORTEXING AT TOP SPEED FOR 30 SECONDS.

5. CENTRIFUGE FOR 10 MINUTES AT 12,000 RPM AT AMBIENT TEMPERATURE TO PELLET CELLULAR DEBRIS.
BINDING, WASHING AND ELUTION ON THE MINIPREP COLUMN

6. PLACE A MINIPREP COLUMN INTO A 2 ML MICROFUGE TUBE (PROVIDED). PIPETTE THE CLARIFIED SUPERNATANT
OBTAINED FROM STEP 5 INTO THE MINIPREP COLUMN. CENTRIFUGE FOR T MINUTE AT 12,000XG

7. DISCARD THE FILTRATE FROM THE 2 ML MICROFUGE TUBE. PLACE THE MINIPREP COLUMN BACK INTO THE 2 ML
MICROFUGE TUBE. PIPETTE 500 pL oF BUFFER W1 TO THE MINIPREP COLUMN AND CENTRIFUGE FOR 1 MINUTE
AT 12,000rRPM.

8. DISCARD THE FILTRATE AND PLACE THE MINIPREP COLUMN BACK INTO THE 2 ML MICROFUGE TUBE. ADD 700 ML
OF BUFFER W2 AND CENTRIFUGE FOR 1 MINUTE AT 12,000XG. DISCARD THE FILTRATE FROM THE 2 ML MICROFUGE
TUBE AND REPEAT THIS WASH STEP WITH A SECOND 700 UL ALIQUOT OF BUFFER W2.

NOTE: MAKE SURE THAT ETHANOL HAS BEEN ADDED INTO BUFFER W2 CONCENTRATE.
TWO WASHES WITH BUFFER W2 ARE USED TO ENSURE THE COMPLETE REMOVAL OF SALT, ELIMINATING POTENTIAL
PROBLEMS IN SUBSEQUENT ENZYMATIC REACTIONS.

9. DISCARD FILTRATE FROM THE 2 ML MICROFUGE TUBE. PLACE THE MINIPREP COLUMN BACK INTO THE 2 ML
MICROFUGE TUBE. CENTRIFUGE FOR T MINUTE AT 12,000%G.

10.  TRANSFER THE MINIPREP COLUMN INTO A CLEAN 1.5 ML MICROFUGE TUBE (PROVIDED). TO ELUTE THE
GENOMIC DNA, ADD 100-200 uL OF ELUENT (OR DEIONIZED WATER) TO THE CENTER OF THE MEMBRANE.
LET IT STAND FOR 1 MINUTE AT ROOM TEMPERATURE. CENTRIFUGE FOR T MINUTE AT 12,000XG.

NOTE: PRE-WARMING WATER OR ELUENT AT 65°C WILL OFTEN IMPROVE ELUTION EFFICIENCY.
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NOTE: HAVE A PLENTIFUL STASH OF COLD CACL2 PREPARED

1.
2.

o oo N

11.

12.
13.
14.
15.
16.
17.
18.

SEeD E. CoLl IN 20 ML OF LB GROWTH IN A STERILE BEAKER

STIR AT 37°C DURING 3 HRS

TRANSFER INTO 2 FALCON TUBES

CENTRIFUGE FOR 10 MIN AT 5000 RPM AND 4°C. DECANT SUPERNATANT
RESUSPEND IN 10 ML CACLZ, DISSOLVE

CENTRIFUGE AGAIN WITH THE PREVIOUS CONDITIONS, DECANT AND DISPOSE

REPEAT STEPS 5 AND 6

AFTER CENTRIFUGING AND DISPOSING, RESUSPEND IN 5 ML OF CACL,

LEAVE ON ICE DURING HALF AN HOUR

CENTRIFUGE DURING 10 MIN AT 1500 RPM AND 4°C

RESUSPEND 1 ML

TAKE 250 UL AND POUR THEM INTO AN EPPENDORF TUBE ALONG WITH 50 UL PGLO
LEAVE ON ICE FOR HALF AN HOUR

PLACE ON A WATER BATH AT 42°C FOR 2 MIN AND ANOTHER 2 MIN AT ROOM TEMPERATURE
ADD 1 ML LB BROTH

INCUBATE AT 37°C IN STOVE FOR T HR

LB PLATE + AMPICILINE

INCUBATE FOR A NIGHT IN OVEN
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THE PREPARATION OF THE AGAROSE GEL .5% INVOLVES:
40 mL TAE (1x) AND .18 G AGAROSE

Place comb at the desired height
The process begins as soon as gellification starts to take effect

One of the pores will be injected with 30 puL A marker solution, the rest will receive a 30 uL dose of the
samples along with 10 pL of the loading buffer, glicerol 10%

The electrochemical chamber is set. Voltage output is 80 V. Running phase will end when the marker signal
approaches the far extreme of the gel

After the run is complete, the gel is carefully extracted and placed in container with water bromide, and stir
gently for 10-15 min. Carefully remove gel after stirring.

Place in revealing chamber, and observe on monitor through the UV lens.
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TO PERFORM A SLOW SPEED RUN:

1. Set the wavelenght of the scan from 800-200 nm.

2. The measure mode is Absorbance

3. Place target on both cells

4. Run scan to obtain the baseline, (800-200 nm)

5. Pull out the cell from the nearest side

6. With a micropipette stir the mixture and place samples

7. Hit start. Let the scan run. When the scan has completed an emerging window will appear
8. Save file

To change sample

9. Wash the cell holding the target 2 times (if the target water)

10.  If the target is not water, wash first twice with water, following two baths with the target



RV

1. Gently thaw 50 mL of cells, DNA in a tube and 1 mm black capped cuvettes on ice.
It is essential that there is no salt present in your DNA preparation.

2. Add 50 pL of cold cells into DNA. Mix well and let sit on ice for 1 min. Keep on ice.

3. Transfer to Cuvette. Transfer the cell/DNA mix into an ice-cold 1-mm electroporation
cuvette. Be sure that there are no bubbles or gaps in the cuvette’s electrode gap. Keep on ice.

5. For each electroporation, prepare one 17 “ 100-mm sterile polypropylene

culture tube, one 1-mL sterile transfer pipette, and SOC medium. Before each
electroporation, draw 1 mL of SOC medium into the transfer pipette. Uncap culture tube
and place the transfer tube into the culture tube.

4, Gene Pulser Apparatus Set-Up.

i. Turn on the Gene Pulser apparatus using the power switch. The LED display should
illuminate and read “0.00."

ii. Press and SET VOLTS. The LED above the button will illuminate. The LED

display is in kilovolts (kV). Use RAISE and LOWER to adjust the voltage to the

desired value in the range. Set the voltage at 1.8 kV, or unless indicated otherwise.

iii. Adjust the capacitor by setting the capacitance at 25 mF using the capacitance select
knob on the lower right front of the Gene Pulser panel.

iv. Adjust the parallel resistor by setting the multi-position switch to a resistance of 200
W on the Gene Pulser Controller panel.

5. Electroporate.

i. Wipe the cuvette with a Kim Wipe assuring that there is no water or residue on the cuvette.
ii. Insert the cuvette into the white slide (the nodule on the cuvette faces to the rear).

Push the slide into the chamber until the cuvette makes firm contact with the chamber electrodes.
iii. To charge the capacitor and deliver a pulse, press and hold both red pulse buttons

until a continuous tone sounds. The display will flash “Chg,” indicating that the

capacitor is being charged to the selected voltage.

iv. Release the pulse buttons once the tone signals that the pulse has been delivered.

You can read the time constant and actual voltage on the LED display by pressing the
set voltage and actual voltage on the front panel of the apparatus simultaneously.

v. Remove the cuvette from the chamber and immediately add 1 mL of SOC medium to
the cuvette with a pipette. Resuspend the cells gently by pipetting up and down. The
cells are very delicate at this stage. Transfer the cell culture to a sterile

microcentrifuge tube.

vi. Turn the Gene Pulser apparatus OFF.Rebay Lab Electroporation

6. Incubate for 60 min. Incubate the cells at 37°C on a heat block for 60 min.

7. Plate Cells.

i. Select two LB plates containing the appropriate antibiotic for selection, e.g.,

ampicillin. In some cases you may also need to add 40 mL of X-Gal stock (20

mg/mL) and 4 mL of IPTG stock (200 mg/mL).

ii. From each transformation, add 50 mL and 100 mL of the cell suspension to the two LB plates.
iii. Cool the glass spreader by touching it to a portion of the agar plate—aside from the

cell suspension.

iv. Carefully spread the cells on a turntable, allowing the solution to permeate the medium.

v. Reflame the spreader before setting it down. Permit the plate to set before turning it over.

8. Incubate Overnight. Incubate the plates upside-down overnight at 37°C.
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