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07. (JXl\) 2019  

ProjecW: iGEM_MXnich2019 Shared Project
AXWhorV: Johanna Wallner

Mai Prep V11#4 :
standard protocolƔ
elXtion Zith 300�L MilliQƔ

Colon\ PCR V15 + V17 :
Primer 12 + 13 for bothƔ
estimated bands :Ɣ

V15 : 1800bpż
V17 : 1600bpż

elongation time : 72�C, 70sƔ
annealing tmp : 51�C, 20sƔ
12 colonies, each :Ɣ

H2O : 280�Lż
P12 : 35�Lż
P13 : 35�Lż
MM : 12.5�l eachż

1% agarose gel, 14�L s\bre safe, 10�l sample, 3�L ladderƔ
V15#2,3,6 -> POSITIVEƔ
V17#4,8,9 -> POSITIVEƔ

transfection for Hibit :
cells looked health\ and Zere 70% conflXentƔ
500 from 600�L MediXm Zere e[changedƔ
cells Zere transfected Zith 500ng of V8 according to the Lipofectamine 3000 protocolƔ
note : Zell D2 might be contaminatedƔ

24h 48h 72h for pooling

24h 48h 72h for pooling

24h 48h 72h for pooling
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transformation :
Plasmids V29 and V30 Zere obtained from ChristophƔ
NEB stable cells Zere transformed according to the NEB high efficienc\ transformation protocolƔ
these constrXcts Zill be Xsed as mock DNA in mammalian cell transfectionsƔ

Colon\ PCR for V25, V26, V27, V28 :
Primer 12+13 for allƔ
9 colonies/sample -> 36, MM for 40Ɣ

P12 1.25�L -> 50�Lż
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P13 1.25�L -> 50�Lż
H2O 10�L -> 400�Lż
-> 12.5�L per Zell + 12.5�L MM

PCR : Ɣ
elongation time : 80s, 72�Cż
annealing temp : 51.2�C, 20secż

bands : Ɣ
V25 #1 #8 #9ż
V26 #1 #8 #9ż
V27 #1 #8 #9ż
V28 #1 #8 #9ż
-> oYernight cXltXre in 5ml LB Amp MediXm

Gl\cerol stock :
V26 : 850�L Gl\cerol, 750�L V26Ɣ

Miniprep :
V25#1,#8,#9  Ɣ
V26   Ɣ
V27#1,#8,#9Ɣ
V28#1,#8,#9Ɣ
-> centrifXge 15min at 4000g

V25#1 486.4 ng/�L 3ml 12ml

V25#8 515.8 ng/�L 3ml 12ml

V25#9 490.4 ng/�L 3ml 12ml

V26 493.0 ng/�L 3ml 12ml

V27#1 499.7 ng/�L 3ml 12ml

V27#8 419.7 ng/�L 4ml 11ml

V27#9 540.1 ng/�L 3ml 12ml

V28#1 474.4 ng/�L 3.5ml 11.5ml

V28#8 390.2 ng/�L 3ml 12ml

V28#9 374.1 ng/�L 3.5ml 11.5ml
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