Creating composite BioBrick

Created by E.Oh adapted from C. French’s OOW

Digestion

A: ompR-controlled promoter; Plate 1 > 16K

B: enhanced yellow fluorescent protein (EYFP); Plate 2 > 24E

	A
	B

	· Water 10(l

· Plasmid DNA (A) 6(l

· Buffer B 2(l

· SpeI 1(l

· PstI 1(l
	· Water 10(l

· Plasmid DNA (B) 6(l

· Buffer H 2(l

· XbaI 1(l

· PstI 1(l


· Incubate at 37(C for 2 hours

Time Start:

Time End:

· Add 5(l of loading buffer to each digest

· Load and run gel

· Stain with SYBR-Safe

· Visualize under blue light, NOT UV

· Excise vector A

· Excise insert B

Purify Gel Fragments

· Pre-tare two 1.5 ml microcentrifuge tubes
· Transfer the two pieces of agarose into microcentrifuge tubes
· Note the weight of the agarose in mg in each tube
· To each tube add three times that many microlitres of 6M sodium iodide; to X mg gel add 3X ml sodium iodide
· Incubate in waterbath at 55(C for 2 hours Time Start:
Time End:
· Check that agarose has completely melted
· Add 5(l off glass bead suspension
· Mix and incubate on ice for 10 minutes
· Incubate on ice for 15 minutes (or longer, exact time not important). DNA will stick to glass beads
· Spin briefly in a microcentrifuge so that beads are at the bottom of the tube (~30s)
· Remove supernatant to waste beaker
· Ass 250(l of ice-cold wash buffer (stored in freezer, keep on ice when out of freezer!)
· Spin briefly and remove supernatant to waste beaker, removing as much supernatant as possible
· Repeat step 7 twice

· If there is sill liquid stuck to the sides of the tube, spin briefly and remove. Remove as much liquid as you possibly can
· Add 10(l of EB (elution buffer)
· Resuspend the glass beads well by pipetting up and down
· Incubate in a 55(C waterbath for ~10 minutes, max y flicking the tube at 5 minute mark
· Spin at high speed for 1 minute
· Transfer the supernatant to a clean labeled tube, avoid getting glass beads in. Discard glass beads
· Store DNA at -20(C
· Optional: Run 5(l on gel as before
Ligation

	Ligation mixture

	· vector DNA: 4(l

· insert DNA: 4(l

· 10x ligase buffer: 1(l

· T4 DNA ligase: 1(l


· Mix, spin briefly and incubate in the 16˚C waterbath (in the working cold room) overnight

· Transform E. coli with 5(l

· Screen colonies by visualizing EYFP/ PCR or plasmid miniprep

View C. French’s OOW for troubleshooting.
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