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T Light patterns 2017-10-15 LDD LD LDD LD in true colors =
Light patterns with long and short darkness periods. Rationale

« |n Arabidopsis thaliana, many
circadian clock-associated genes
have been identified.

» the eveningexpressed TOC1 (TIMING

foTe] -
“

v prepare cabinets OF CAB EXPRESSION 1) gene plays

v transfer seedlings a role by forming a transcriptional

v spray with luciferase feedback core loop

v start recording » the morning-expressed CCA1
transfer files (CIRCADIAN CLOCK-ASSOCIATED
extract tiemseries 1) gene
analyse with BioDare « homologous LHY (LATE

ELONGATED HYPOCOTYL) gene.
Growth conditions

Assay
Seedlings were grown on plates containing 1x MS salts with 0.8% to 1% agar and, where indicated.

supplemented with 3% (w/v) Suc. In all cases, media pH was corrected to pH 5.8. Unless otherwise stated, More information on the ISA model here:
seeds were surface-sterilized before being stratified in the dark at 4°C for 48 h prior to transfer to the growth
chamber. Plants were grown in Sanyo MLR-350 growth chambers at a constant temperature (20°C). The light
level during photoperiods or constant light was 50 ymol m-2 s-1.

ISA (Investigation - Study - Assay).

Small fungi contamination noted on some seedlings.

Experimental conditions

2 WT (Col, Ws) and 5 clock mutants, in biological duplicates, from three conditions: Diurnal cycle (12L/12D),
Extended night (DD), Extended light (LL), harvest every 2 hours. Numbers are in transcript copy per cell,
obtained assuming 1 g FW contains 25000000 cells.

Design

and its homologous LHY (LATE ELONGATED HYPOCOTYL) gene. TOC1 encodes a member of the
O N PSEUDORESPONSE REGULATOR (PRR) family, including PRR9, PRR7, PRR5, PRR3,and PRR1/TOC1. The
PRR genes other than TOC1 (or PRR1) also appear to be crucial for certain circadian-associated events. To
» clarify missing genetic linkages amongst these PRR genes. here we constructed a toc1 prr5 double
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@ Created by Tomasz Zielinski, last modified about 2 hours ago
N
T Light patterns 2017-10-15 LDD LD LDD LD in true colors =
with darkness periods. Rationale

* |n Arabidopsis thaliana, many
circadian clock-associated genes

g~ have been identified
o the eveningexpressed TOC1 (TIMING
v prepare cabinets OF CAB EXPRESSION 1) gene plays
v transfer seedlings a role by forming a transcriptional
v spray with luciferase feedback core loop
v start recording e the morning-expressed CCA1
transfer files (CIRCADIAN CLOCK-ASSOCIATED
extract tiemseries 1) gene
analyse with BioDare « homologous LHY (LATE
ELONGATED HYPOCOTYL) gene
Growth conditions
Assay
Seedlings were grown on plates containing 1x MS salts with 0.8% to 1% agar and, where indicated.
supplemented with 3% (w/v) Suc. In all cases, _Unless otherwise stated. More information on the ISA model here:
seeds were surface-stenllzeq before being stratified in the dark at 4°C for 48 h prior to transfer to the growth ISA (Investigation - Study - Assay).
chamber. Plants were grown in Sanyo MLR-350 growth chambers at a constant temperature (20°C). The light
level during photoperiods or constant light was 50 pmol m-2 s-1.
Small fungi contamination noted on some seedlings.
Experimental conditions
2 WT (Col, Ws) and 5 clock mutants, in biological duplicates, from three conditions: Diurnal cycle (12L/12D),
Extended night (DD), Extended light (LL), harvest every 2 hours. Numbers are in transcript copy per cell,
obtained assuming 1 g FW contains 25000000 cells.
Design
and its homologous LHY (LATE ELONGATED HYPOCOTYL) gene. TOC1 encodes a member of the
o PSEUDORESPONSE REGULATOR (PRR) family, including PRR9, PRR7, PRRS, PRR3.and PRR1/TOC1. The

PRR genes other than TOC1 (or PRR1) also appear to be crucial for certain circadian-associated events. To

clarify missing genetic linkages amongst these PRR genes, here we constructed a toc1 prr5 double

2 knockdown mutant. In freerunning circadian rhythms. the resultinag toc1-2 prr5-11 mutant plants showed an
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analyse with BioDare

Growth conditions

Seedlings were grown on plates containing 1x MS salts with 0.8% to 1% agar and, where indicated.
supplemented with 3% (w/v) Suc. In all cases, - Unless otherwise stated.
seeds were surface-sterilized before being stratified in the dark at 4°C for 48 h prior to transfer to the growth
chamber. Plants were grown in Sanyo MLR-350 growth chambers at a constant temperature (20°C). The light
level during photoperiods or constant light was 50 pmol m-2 s-1.

Small fungi contamination noted on some seediings.

Experimental conditions

2 WT (Col, Ws) and 5 clock mutants, in biological duplicates, from three conditions: Diurnal cycle (12L/12D),
Extended night (DD), Extended light (LL), harvest every 2 hours. Numbers are in transcript copy per cell,
obtained assuming 1 g FW contains 25000000 cells.

Design

and its homologous LHY (LATE ELONGATED HYPOCOTYL) gene. TOC1 encodes a member of the
PSEUDORESPONSE REGULATOR (PRR) family, including PRR9, PRR7, PRR5. PRR3.and PRR1/TOC1. The
PRR genes other than TOC1 (or PRR1) also appear to be crucial for certain circadian-associated events. To

clarify missing genetic linkages amongst these PRR genes, here we constructed a toc1 prr5 double

knockdown mutant. In freerunning circadian rhythms. the resultinag toc1-2 prr5-11 mutant plants showed an

« homologous LHY (LATE
ELONGATED HYPOCOTYL) gene

Assay
More information on the ISA model here:

ISA (Investigation - Study - Assay).
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+2017-09-10 Assay Antibiotics resistance T Temperature effects 2017-11-16 Assay Termal shock=

[{

Description Label

. antibiotic size
E’"’ ’ Yeast 2 hybrid study to find out if ADE2 and Hist3 interact. Two different assays were used the classic Zielinski (mm)
2004 and the new Troup 2016 A Kanamycin 39
vo conel B Netilmicin 17
BO-nut-nul- AD
c Streptomycin 40
F
i D nil (control) 0
8D-AD
E E Meropenem 0
F Cefalexin 13
BOADEA - AD G Teicoplanin 27
Protocol

Protocol used: Yeast 2 hybrid protocol

Reagents

* Liquid YPD media
» Liquid dropout media (Glu ura-, Glu ura-his-)
« Dropout plates (Glu ura-, Glu ura-his-)
L~ » X-Gal plates (Glu ura-his- X-Gal, Gal/Raf ura-his- X-Gal)
» Yeast strain EGY48 or a related strain
» * The URA3 2 p lacZ repression assay reporter plasmid pJK101
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N
+2017-09-10 Assay Antibiotics resistance T Temperature effects 2017-11-16 Assay Termal shock=

[{

Description Label

. antibiotic size
E’"’ ’ Yeast 2 hybrid study to find out if ADE2 and Hist3 interact. Two different assays were used the classic Zielinski (mm)
2004 and the new Troup 2016 A Kanamycin 39
vo conel B Netilmicin 17
BO-nut-nul- AD
c Streptomycin 40
F
i D nil (control) 0
8D-AD
E E Meropenem 0
F Cefalexin 13
BOADEA - AD G Teicoplanin 27
Protocol

Protocol used: Yeast 2 hybrid protocol

Reagents

* Liquid YPD media
» Liquid dropout media (Glu ura-, Glu ura-his-)
« Dropout plates (Glu ura-, Glu ura-his-)
L~ » X-Gal plates (Glu ura-his- X-Gal, Gal/Raf ura-his- X-Gal)
» Yeast strain EGY48 or a related strain
» * The URA3 2 p lacZ repression assay reporter plasmid pJK101
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' Description
Yeast 2 hybrid study to find out if ADE2 and Hist3 interact. Two different assays were used the classic Zielinski 2004 Label antibiotic size
i and the new Troup 2016 ' (mm)
vo comol A Kanamycin 39
BO-nul-oul- AD
B Netilmicin 17
F
Cc Streptomycin 40
g D nil (control) 0
E Meropenem 0
° BOADEI A F Cefalexin 13
G Teicoplanin 27
' Protocol

| z Panel | Protocol used: Yeast 2 hybrid protocol

Y Include Page | Yeast 2 hybrid protocol

' Result

The yeast 2 hybrid grew, showing that there is an interaction between ADE2 and Hist3.
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with darkness periods. Rationale

o Clock genes impact flowering time
¢ In Arabidopsis thaliana, many circadian
clock-associated genes have been

identified
¥ prepare cabinets « the eveningexpressed TOC1 (TIMING
¥ transfer seedlings OF CAB EXPRESSION 1) gene plays a
™ spray with luciferase role by forming a transcriptional
¥ start recording feedback core loop
- - o hemoming-expressed- GGAT
™ extract tiemseries gene
analyse with BioDare o Semsiogons LHY ATE
ELONGATED HYROGCOTYL )y gene-
Growth conditions
Assay

Seedlings were grown on plates containing 1x MS salts with 0.8% to 1% agar and, where indicated, supplemented
with 3% (w/v) Suc. In all cases, - Unless otherwise stated, seeds were surface-  \ore information on the ISA model here:
sterilized before being stratified in the dark at 4°C for 48 h prior to transfer to the growth chamber. Plants were

grown in Sanyo MLR-350 growth chambers at a constant temperature (20°C). The light level during photoperiods ISA (Investigation - Study - Assay).

or constant light was 50 pmol m-2 s-1.
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# Edit
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+=2017-09-10 Assay Antibiotics resistance T Temperature effects

T

2004 and the new Troup 2016

e conarel
B0-nul-nul- AD

*um cortrol
an-AD

yoast 2 tytrg
BD-ADEZ-HIN3-AD

Protocol

Protocol used: Yeast 2 hybrid protocol

Reagents

» Liquid YPD media
» Liquid dropout media (Glu ura-, Glu ura-his-)
» Dropout plates (Glu ura-, Glu ura-his-)
o 2 » X-Gal plates (Glu ura-his- X-Gal, Gal/Raf ura-his- X-Gal)
» Yeast strain EGY48 or a related strain
» * The URAS3 2 p lacZ repression assay reporter plasmid pJK101

2017-11-16 Assay Termal shock=

A Kanamycin

B Netilmicin

& Streptomycin
D nil (control)
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@ Created by Eilidh Troup, last modified by Tomasz Zielinski just a moment ago
N
T Environmental influences on the

[anh Arabidopsis clock
[{’:I » Purpose: TiMet clock gene expression profiles, baseline comparison across photoperiods in Col wild-type Study

a plants, under 6, 8, 12 and 18 h photoperiod. These data define the response of the clock genes under different ) )

| photoperiods, where other analysis in the TiMet project studied proteome and metabolite levels. Absolute More information on the ISA model here:

“ expression levels were compared, as RNA copies per gFW or per cell. ISA (Investigation - Study - Assay).

Description: Literature data from: 'Photoperiod-dependent changes in the phase of core clock transcripts and
global transcriptional outputs at dawn and dusk in Arabidopsis' by: Anna Flis. Col plants were grown in soil
under 6, 8, 12 and 18h photoperiod for 21 days, and duplicate samples were harvested at 2 h intervals though
a 24 h cycle. qRT-PCR with absolute calibration to spiked-in standards returned RNA copy number per gramme
Fresh Weight of rosette tissue. Cell number was separately estimated at 25,000,000 per gFW.
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Create assay
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2017-11-16 Assay Termal shock

o Like  Be the first to like this study | | antibody | #

Write a comment

ad+

Powered by Atlassian Confluence 6.1.1 Report a bug Atlassian News

£t - WAtlassian

»



X,Confluence Spaces + People Calendars Create ees

»

Pages /... / Environmental influences on the Arabidopsis clock of # Edit Ye Save for later © Watching 2 Share eee

Temperature effects

Created by Eilidh Troup, last modified by Tomasz Zielinski just a moment ago

T Environmental influences on the
Arabidopsis clock

Purpose: TiMet clock gene expression profiles, baseline comparison across photoperiods in Col wild-type Study
plants, under 6, 8, 12 and 18 h photoperiod. These data define the response of the clock genes under different
photoperiods, where other analysis in the TiMet project studied proteome and metabolite levels. Absolute

expression levels were compared, as Rl-saniacnacablllocnoccall pation - Study - Assay).

More information on the ISA model here:

Description: Literature data from: 'Ph
global transcriptional outputs at dawn g - A
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a 24 h cycle. qRT-PCR with absolute ¢
Fresh Weight of rosette tissue. Cell nuf
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N
T Tomasz
N Screening for environmental changes and drugs effects that disturb the clock the mostly for parameters Investigation
[{‘a 3 estimations

More information on the ISA model here:
-11-16 Ni I
‘E; . g 2::1;:2 2:::2:?:;:;;;285 ISA (Investigation - Study - Assay).
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Protocol used: Yeast 2 hybrid protocol

827x11.69in <«

Reagents

Liquid YPD media

Liquid dropout media (Glu ura-, Glu ura-his-)

Dropout plates (Glu ura-, Glu ura-his-)

X-Gal plates (Glu ura-his- X-Gal, Gal/Raf ura-his- X-Gal)

Yeast strain EGY48 or a related strain

The URA3 2 p lacZ repression assay reporter plasmid pJK101
HIS3 2 p bait plasmid expressing your bait protein fused to LexA
Two HIS3 2 y control bait plasmids: one that encodes LexA fused to a
transcriptionally inert protein, like Bicoid in pPRFHM1, or LexA-Max
(Zervos et al., 1993), and one that encodes no LexA, for example
pRFHMO.

Method
1. Transform EGY48 with pJK101 and select transformants on Glu ura- plates.

2. Combine three colonies from these plates and transform them with the HIS3
bait plasmid (and the HIS3 control plasmids). Select transformants on Glu ura-hi
plates.

3. Pick four individual colonies from each transformation and streak a patch of
them onto Glu ura-his- and Gal/Raf ura-his- plates containing X-Gal. Incubate at
300C.

4. Examine the X-Gal plates after 1, 2, and 3 days. Yeast lacking LexA will begin
to turn blue on the Gal/Raf plates after one day and will appear light biue on the
glucose plates after two or more days. Yeast containing a bait that enters the
nucleus and binds operators will turn blue more slowly than the yeast lacking
LexA.

5. Baits that repress transcription of lacZ in pJK101 by 2-fold or less may not
cause a visible reduction in blue on X-Gal plates. If no repression is observed on
the X-Gal plates, perform the more sensitive liquid R-galactosidase assays with
transformants from step 2. Grow the transformants in 5 ml Glu ura-his- and
Gal/Raf ura-his- liquid media, or on Glu ura-his- and Gal/Raf ura-his- plates for 2
days, before doing B-galactosidase assays (Miller, 1972).

Result

The yeast 2 hybrid grew, showing that there is an interaction between ADE2 and Hist3.

n
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