Bresson et al
C terminal and eGFP construct cloning 

Vector

Digest pcDNA5-FRT-TO-C-8His-FLAG: 

Pooled clones C2, C3, C4, giving new average concentration of 362 ng / µL

	Reagent 
	Volume 

	pcDNA5-FRT-TO-C-8His-
	2 µg = 5.5 µL

	water 
	to 50 µl = 37.5 µL 


	10X Cutsmart 
	5 µL 

	BamHI-HF 
	2 µL 

	EcoRV-HF 
	2 µL 


 
37°C / 2 hours

PCR cleanup kit (Qiagen). Eluted in 30 µL

Genes of interest

Plasmid digestion 1:

	Reagent 
	Volume 

	pUC
	1 µg

	water 
	(to 50µl) 


	10X Cutsmart 
	5 µL 

	AvrII
	1 µL 



	plasmid
	conc (ng/ul)
	for 1 ug (ul)
	MQ for 50 ul digest

	Nsp1
	149
	6.71
	39.29

	Nsp2
	261
	3.83
	42.17

	Nsp5
	275
	3.64
	42.36

	Nsp7
	144
	6.94
	39.06

	Nsp8
	275
	3.64
	42.36

	Nsp9
	218
	4.59
	41.41

	Nsp10
	298
	3.36
	42.64

	Nsp12
	316
	3.16
	42.84

	Nsp14
	360
	2.78
	43.22

	Nsp15
	318
	3.14
	42.86

	Nsp16
	401
	2.49
	43.51

	N
	277
	3.61
	42.39

	Orf6
	342
	2.92
	43.08





37°C / 1 hours 

PCR clean up (AvrII is NOT heat inactivatable), elute in 27 ul

Blunting: 5’ overhang digestion with Mung Bean Nuclease in CutSmart buffer @ 30°C:


	Reagent 
	Volume 

	pUC
	1 µg = 27 µL

	MBN
	1 µL 


	10X Cutsmart 
	3 µL 



PCR cleanup kit to remove MBN, elute in 44 µL

Plasmid digestion 2:

	Reagent 
	Volume 

	pUC
	1 µg = 44 µL

	water 
	-


	10X Cutsmart 
	5 µL 

	BamHI-HF
	1 µL 



37°C / 1 hours

PCR cleanup kit, elute in 50 µL

Measure concentration

Ligation

Cut vector = 28 ng / µL
Inserts = 4.9 - 9.4 ng / µL - calculate as 5

	Reagent 
	Volume 

	T4 DNA Ligase Buffer 10x
	2 µL

	Cut vector (approx. 4 kb)
	50 ng = 2 ul


	Insert (calculated as 1 kb)
	50 ng = 1:4 molar ratio = 10 µL

	MQ
	6 µL

	T4 DNA ligase
	1 µL



2 hours RT 

65 degrees 10 min to deactivate

Transformation

10 µL of ligation mix to 100 µL home made Top10
On ice for 30 min
Heat shock 42 degrees for 2 mins
Ice 5 minutes 
Spread 50 ul

140420

About 50 colonies on vector only ligation plate
More than this on all but nsp 5/15 plates

Picked 3 colonies from each plate into 100 ul LB

Then did PCR as follows:

OAH195= cgcaaatgggcggtaggcgtg
OAH196=tagaaggcacagtcgagg

	
	12.5 ul reaction
	x43

	Q5 2x MM
	6.25 ul
	269

	F = oAH195
	1.25
	54

	R = oAH196
	1.25
	54

	100 ul vortexed colony mix
	0.5 ul
	

	MQ
	3.25
	140



Q5 protocol PCR with TM of 65 degrees

150420: PCR

Given high background colonies on vector only plate and low number of clones which look negative, decided to redigest remaining 10 ul of ligation mix with EcoRV-HF (should only cut vector without insert). Added 35 ul of MQ and 5 ul of 10X cutsmart buffer, and 1 ul of EcoRV-HF. 1 hour 37 degrees then deactivated at 80 degrees for 20 minutes. Then transformed into homemade Top10

160420

Much better colony ratio with only approximately 10 colonies on vector only plate and multiples of this on the main plates.




3x colonies each picked into 100 ul LB-amp, vortexed, and 0.5 ul used for colony PCR using DreamTaq:

	Reagent
	Volume
	Master mix (x 50)

	Dream Taq
	6.25 µL
	313 μL

	10 μM oAH195-6
	0.25 µL
	12.5 μL

	water
	5.5 µL
	275 μL

	Template
	0.5 μL
	




170420

PCR gels: screening round 1:

Expected sizes on untagged products (add 54 for the tag):

	Plasmid
	PCR expected size

	Nsp1 untagged
	862 bp

	Nsp2 untagged
	2239 bp

	Nsp5 untagged
	1243 bp

	Nsp7 untagged
	574 bp

	Nsp8 untagged
	919 bp

	Nsp9 untagged
	664 bp

	Nsp10 untagged
	742 bp

	Nsp12 untagged
	3121 bp

	Nsp14 untagged
	1906 bp

	Nsp15 untagged
	1363 bp

	Nsp16 untagged
	1219 bp

	N untagged
	1582 bp

	Orf6 untagged
	502 bp

	Empty vector untag
	338 bp





Gel 1:

[image: ]

Gel 2:

[image: ]

Gel 3:
· Also on this gel are screening of eGFP constructs (untagged, C and N terminally tagged):
· VSA = un-taggeded GFP
· VSB = FH-eGFP 
· VSC = eGFP-FH

[image: ]

1 for all but 12, 16, ORF6

<2 for 1, 5, 7, 9

For this 7, picked further 5 clones into LB amp and did colony PCR as before

180420: PCR gels from screening round 2:
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Since still nothing good for NSP16 or ORF6, redid 16 each of this, and 16 of NSP12 to try and get a second colony for sequencing:

[image: ]

For miniprep, picked these to grow in LB amp overnight:

· NSP1: round 2 – colonies 4 and 5
· NSP2: round 1 – colony 3 (on closer inspection colony 2 looks like probably contaminated with some untagged product so only 1 sent for NSP2)
· NSP5: round 2 – colonies 2 and 4
· NSP7: round 2 – colonies 1 and 5
· NSP8: round 1 – colonies 1 and 2
· NSP9: round 2 – colonies 2 and 4
· NSP10: round 1 – colonies 2 and 3
· NSP12: round 3 – colonies 3 and 15
· NSP14: round 1 – colonies 1 and 2
· NSP16 – no good colonies
· N protein – round 1 – colonies 2 and 3
· ORF6 – round 3 – colonies 4 and 14
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