Inserting the FH/HF tags into pcDNA5-FRT-TO

OLIGO ANNEALING and EXTENSION

N-terminal tagging oligos = oSB707-8
C-terminal tagging oligos = oSB709-10

	Reagent
	Volume

	100 µM oligo 1
	5 µL

	100 µM oligo 2
	5 µL

	water
	29 µL



95°C / 6 minutes. Then gradually decreased to 25°C at a rate of 1.33°C/min.

Then add:
	Reagent
	Volume

	10X Buffer 2.1
	5 µL

	2.5 mM dNTPs
	5 µL

	Klenow exo-
	1 µL



37°C / 60 min. Ran through the oligo clean and concentrator kit from Zymoclean. Eluted in 15 µL and nanodropped (~1600 ng/µL).


DIGESTION (INSERT)

	Reagent
	Volume

	Insert DNA (N or C)
	0.5 µL (800 ng)

	water
	40.5 µL

	10X Cutsmart
	5 µL

	Res. enzyme #1
	2 µL

	Res. enzyme #2
	2 µL



N-terminal insert: BamHI and HindIII
C-terminal insert: EcoRV and XhoI

37°C / 2 hours  65°C / 20 minutes

Oligo cleanup kit (Zymo). Eluted in 15 µL.































DIGESTION (VECTOR)

	Reagent
	Volume

	pcDNA5-TO-FRT
	8 µL (2 µg)

	water
	33 µL

	10X Cutsmart
	5 µL

	Res. enzyme #1
	2 µL

	Res. enzyme #2
	2 µL



N-terminal vector: BamHI and HindIII
C-terminal vector EcoRV and XhoI

37°C / 2 hours  65°C / 20 minutes

PCR cleanup kit (Qiagen). Eluted in 30 µL.




PHOSPHATASE TREATMENT OF VECTOR

Phosphatase treated half of the DNA from each vector digest.

	Reagent
	Volume

	Vector DNA (N or C)
	12 µL (~1 µg)

	water
	5 µL

	10X buffer
	2 µL

	Antarctic phosphatase
	1 µL



37°C / 40 minutes. PCR cleanup kit.


LIGATION

	Sample
	Tag
	Vector (50 ng = 0.013 pmol)
	Insert (var.)
	water
	Buffer
	ligase

	1
	N
	2.5 µL
	0
	15.5µL
	2 µL
	0

	2
	N
	2.5 µL
	0
	14.5µL
	2 µL
	1 µL

	3
	N
	2.5 µL
	0.6 µL (2.5 ng / 0.042 pmol)
	13.9µL
	2 µL
	1 µL

	4
	N
	2.5 µL
	3 µL (12.5 ng / 0.2 pmol)
	11.5µL
	2 µL
	1 µL

	5
	N
	10 µL
	0
	7µL
	2 µL
	1 µL

	6
	N
	10 µL
	0.6 µL (2.5 ng / 0.042 pmol)
	6.4µL
	2 µL
	1 µL

	7
	C
	1.9 µL
	0
	16.1µL
	2 µL
	0

	8
	C
	1.9 µL
	0
	15.1µL
	2 µL
	1 µL

	9
	C
	1.9 µL
	0.4 µL (2.5 ng / 0.042 pmol)
	14.7µL
	2 µL
	1 µL

	10
	C
	1.9 µL
	2 µL (12.5 ng / 0.2 pmol)
	13.1µL
	2 µL
	1 µL

	11
	C
	5.3 µL
	0
	11.7µL
	2 µL
	1 µL

	12
	C
	5.3 µL
	0.4 µL (2.5 ng / 0.042 pmol)
	11.3µL
	2 µL
	1 µL



*phosphatase treated vector




TRANSFORMATION


Added the 20 µL of ligation mix to 25 µL of TOP10 cells. Incubated for 30 minutes on ice. Heat shocked for 30 seconds at 42°C, placed back on ice, and plated onto LB-Amp.

Following day results (04-04-2020):
No colonies on plates 1 and 7 (no ligase controls). Lots of colonies on plates 2-4 and 8-10 and hard to tell if there is any enrichment on the vector + insert plates. Almost no colonies on plate 5, and several dozen on plate 6. Single colony on plate 11 and about ten on plate 12. Inoculated five colonies each from 6,12.
05-04-2020
Miniprepped the colonies and submitted for sequencing.

07-04-2020
Sequencing results (emasani-05-04-2020-172):

	Sample name
	vector
	results

	N1
	N-terminal
	Good

	N2
	N-terminal
	Good

	N3
	N-terminal
	Mutations at downstream sites

	N4
	N-terminal
	Mutations at downstream sites

	N5
	N-terminal
	Two deletions within the insert

	C1
	C-terminal
	Deletion within the insert

	C2
	C-terminal
	Good

	C3
	C-terminal
	Good

	C4
	C-terminal
	Good



pSB084 = pcDNA5-FRT-TO-N-Flag-His
[bookmark: _GoBack]pSB085 = pcDNA5-FRT-TO-C-His-Flag
