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09. (September) 2019  

PURMecW: iGEM_Munich2019 Shared Project
AXWKRUV: Sarah Brajkovic

ReVWULcWLRQ DLgeVW: see protocol 
Double Digestion of gBlock "fluc_TEV cleavage site_6[His".

CRPSRQeQW 50 �O ReacWLRQ

gBlock (IDT) 25 �l 

10X CutSmart Buffer 5 �l

NdeI 1 �l 

NheI-HF 1 �l 

ddH2O 18 �l 

A B
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DRXbOe ReVWULcWLRQ DLgeVW

CRPSRQeQW 50 �O ReacWLRQ

gBlock (IDT) 15 �l 

10X CutSmart Buffer 5 �l

NdeI 1 �l 

BmtI-HF 1 �l 

ddH2O 28 �l 

A B
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6

TabOe3

IQcXbaWe aW 37�C fRU 1 KRXU.

ReVWULcWLRQ DLgeVW: see protocol 
Double Digestion of plasmid backbone "pET151" (for bacterial overe[pression).

TUESDAY, 10/9/2019
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CRPSRQeQW 50 �O ReacWLRQ

pET151 (100ng/�l) 7 �l 

10X CutSmart Buffer 5 �l

NdeI 1 �l 

NheI-HF 1 �l 

ddH2O 36 �l 

A B
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TabOe1

CRPSRQeQW 50 �O ReacWLRQ

pET151 (50ng/�l) 20 �l 

10X CutSmart Buffer 5 �l

NdeI 1 �l 

BmtI-HF 1 �l 

ddH2O 23 �l 

A B
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TabOe2

IQcXbaWe aW 37�C fRU 1 KRXU.

GeO e[WUacWLRQ NLW: see protocol

T4 DNA LLgaVe LLgaWLRQ:  see protocol 

bS PaVV cRQceQWUaWLRQ

LQVeUW 1650 bp 37.24 ng

YecWRU 5750 bp 50 ng

A B C D
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2

3

CaOcXOaWLRQV (3:1)

fluc 27
52 43 --> 50ng (= 1.5 uL) + 45pg (= 1,5 uL)
53 15 --> 50ng (= 4 uL) + 45pg (= 1,5 uL)
155 31 --> 50ng (= 2 uL)+ 45pg(= 1.5 uL)
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CRPSRQeQW 20 ȝO UeacWLRQ 52 53 155

T4 DNA Ligase Buffer (10X) 2 ȝl 2 2 2

Vector DNA 1.5 ȝl 1.5 4 2

Insert DNA 1.4 ȝl 1.5 1.5 1.5

T4 DNA Ligase 1 ȝl 1 1 1

ddH2O 14 ȝl 14 11.5 13.5

A B C D E
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T4 DNA LLgaVe LLgaWLRQ

IQcXbaWe aW RT fRU 10 PLQ. HeaW IQacWLYaWLRQ aW 65�C fRU 10 PLQ. 
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09. (SHSWHPEHU) 2019  

PUojecW: LGEMBMXQLFK2019 SKDUHG PURMHFW
AXWhoUV: SDUDK BUDMNRYLF

PUoWein E[SUeVVion (flXc): VHH SURWRFRO 
TUDQVIRUPDWLRQ: SET151BIOXFBTEVB6[HLV (C1 #2) LQ FKHPRFRPSHWHQW E.cROi BL21(DE3).
PUH-FXOWXUH: 100 PO LB0+APS ZHUH LQRFXODWHG ZLWK 250 ȝO RI WUDQVIRUPHG E.cROi BL21(DE3).

SUNDA<, 15/9/2019
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09. (September) 2019  

PUojecW: iGEM_Munich2019 Shared Project
AXWhoUV: Sarah Brajkovic

PUoWein E[SUeVVion (flXc): see protocol
Main culture: 500 ml LB0+Amp were inoculated with 10 ml of pre-culture medium (1:50). 
Induction: 0.5 mM IPTG, at OD600 = 0.6 - 0.8
Conditions: RT vs. 37°C / Expression Test: 0 h, 1 h, 2 h, 3 h, o/n (18 h at 22°C = RT)
37°C: incubate 3 hours post induction 
RT: incubate o/n 

E[SUeVVion:

0 h

1 h 

2 h 

3 h 

Time afWeU IndXcWion OD600
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4

flXc E[SUeVVion (37�C)

0 h

1 h 

2 h 

3 h 

o/n

Time afWeU IndXcWion OD600

1
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5

flXc E[SUeVVion (RT)

HaUYeVWing (flXc, 37�C):
Harvesting of the cell pellet by centrifugation (10 min, 10'000 rpm, 4°C). 
Cell pellet is stored at -20°C.

MONDAY, 16/9/2019
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09. (September) 2019  

ProjecW: iGEM_Munich2019 Shared Project
AXWhors: Sarah Brajkovic

HarYesWing (flXc, RT):
Of the cell pellet b\ centrifugation (10 min, 10'000 rpm, 4�C). 

PXrificaWion (flXc):
L\sis BXffer: 1 [ PBS + 0.5 mg/ml L\so]\me + Protease Inhibitor (1:100)

Resuspend Pellet in 20 ml L\sis Buffer.a.
Incubate for 30 min on ice, stirring. b.
Sonication: short pulses (5-10 sec) Zith pauses (10-30 sec)c.
Centrifugation: 12'000 rpm, 30 min, 4�Cd.
Incubate Supernatant Zith 1:10 ml of clean His-Beads.e.
Wash Buffer: 1 [ PBS, 20 mM Imida]ole f.
Elution Buffer: 1 [ PBS, 500 mM Imida]ole g.
Buffer e[change / Removal of Imida]ole: si]e of fluc: 62 kDa -> centricon cut-off Zith  30 kDa h.

Amicon� UlWra MeWhod for ConcenWraWion, DesalWing or BXffer E[change
Pre-rinse device Zith MilliQ Water.1.
Add the sample to the reservoir of the centrifugal device. If Whe VamSle iV VmalleU WhaQ Whe ma[imXm YRlXme, 
iW caQ be dilXWed XS WR Whe ma[imXm YRlXme befRUe Whe fiUVW ceQWUifXgaWiRQ VWeS. ThiV Zill helS iQcUeaVe ValW 
UemRYal.

2.

Centrifuge at 4,000 î g ma[imum for appro[imatel\ 10 minutes 3.
Remove the initial filtrate from the filtrate tube and set aside.4.
Add enough 1 [ PBS  to the device to bring the sample volume up to 15 ml.5.
Centrifuge again.6.
Set aside the filtrate.7.
Recover the concentrated and buffer-e[changed sample.8.

NOTE: Both of the filtrates should be retained until the concentrated sample has been anal\]ed!
Check A280 Zith Nanodrop. E[tinction Coefficient: 41050, MW: 62318.82 kDai.

 

TUESDAY, 17/9/2019
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10. (OFWREHU) 2019  

PUojecW: LGEMBMXQLFK2019 SKDUHG PURMHFW
AXWhoUV: AQQLND EOLPHOHFK

SUHFXOWXUH RI FLXF S52B2 LQ 50PL APS LBƔ
VKDNH DW 240USP 37�C RYHUQLJKWƔ

SXVDQQH VHHGHG 60 ZHOOV RI D 96-ZHOO SODWH; HEK2937-FHOOVƔ

MONDA<, 14/10/2019
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10. (October) 2019  

PUojecW: iGEM_Munich2019 Shared Project
AXWhoUV: Annika Elimelech

transferred preculture into 200mL Amp LB●
growth at 37°C until OD 0.6-0.8●
induction with 500µM IPTG●
expression at 37°C for 3h●
cell harvesting at 6000xg for 20min at 4°C●
stored pellet at -20°C overnight ●

preculture of FLuc p52_2 in 50mL Amp LB●
shake at 240rpm 37°C overnight●

Johanna transfected the HEK293T-cells with V15 (fluc)●

TUESDAY, 15/10/2019
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10. (OFWREHU) 2019  

PUojecW: LGEMBMXQLFK2019 SKDUHG PURMHFW

AXWhoUV: AQQLND EOLPHOHFK

WUDQVIHUUHG SUHFXOWXUH LQWR 4 [ 150PL APS LBƔ

JURZWK DW 37�C XQWLO OD 0.6-0.8Ɣ

LQGXFWLRQ ZLWK 1�M, 250�M, 500�M RU 1 PM IPTG UHVSHFWLYHO\ Ɣ

H[SUHVVLRQ R/Q DW RT Ɣ

:EDNESDA<, 16/10/2019
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10. (OFWREHU) 2019  

PURMecW: LGEMBMXQLFK2019 SKDUHG PURMHFW
AXWKRUV: AQQLND EOLPHOHFK

IOXF-DVVD\ ZLWK GLIIHUHQW VXEVWUDWH-GLOXWLRQV DQG OXFLIHULQ-GLOXWLRQV ZDV SHUIRUPHGƔ

2 3 4 5 6

B 0 4 PM 4 PM 4 PM 4 PM

C 0 2 PM 2 PM 2 PM 2 PM

D 0 1 PM 1 PM 1 PM 1 PM

E 0 500 �M 500 �M 500 �M 500 �M

F 0 250 �M 250 �M 250 �M 250 �M

G 0 1:2 1:2 1:2 1:2

A B C D E F G

1

2
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4

5

6

7

LXcLIeULQ AVVa\

8 9 10 11

B 1:12.5 1:12.5 1:12.5 1:12.5

C 1:25 1:25 1:25 1:25

D 1:50 1:50 1:50 1:50

E 1:100 1:100 1:100 1:100

F 1:200 1:200 1:200 1:200

G XQGLOXWHG XQGLOXWHG XQGLOXWHG XQGLOXWHG

A B C D E

1

2

3

4

5

6

7

AVVa\ SXbVWUaWe

TH8RSDA<, 17/10/2019
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10. (OcWRbeU) 2019  

PUojecW: LGEM_MXQLcK2019 SKaUed PURMecW

AXWhoUV: AQQLNa EOLPeOecK

SaUaK aQaO\Ved WKe daWa fURP WKe fOXc-aVVa\Ɣ

UeVXOW: WKe acWLYLW\ Rf WKe OXcLfeUaVe LV deSeQdeQW RQ WKe cRQceQWUaWLRQ Rf WKe VXbVWUaWeż

FRIDAY, 18/10/2019


