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ABSTRACT
Chemically-inducible gene expression systems are valuable tools for rational control
of gene expression both for basic research and biotechnology. However, most
chemical inducers are confined to certain groups of organisms. Therefore, dissecting
interactions between different organisms could be challenging using existing
chemically-inducible systems. We engineered a mandipropamid-induced gene
expression system (Mandi-T7) based on evolved split T7 RNAP system. As a proof-
of-principle, we induced GFP expression in E. coli cells grown inside plant tissue.
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INTRODUCTION
Chemically-inducible gene expression systems are powerful tools that allow conditional
control over gene expression and facilitate study of toxic and essential genes. However,
most chemically-inducible systems were often designed to control gene expression in a
single group of organisms in the laboratory condition. Working in a complex context, like
the symbiosis between plant and bacteria, requires new chemical inducers that are neutral
to different groups of organisms. Agrochemicals are attractive candidates because of their
specific mode of action, low toxicity, and drug-like physical properties (Delaney et al.,
2006). Mandipropamid is the active ingredient of oomyceticide REVUS� and has been
repurposed to control drought tolerance of plants through orthogonal control strategy
(Park et al., 2015). Mandipropamid and PYR1MANDI protein constitute an engineered
ligand-receptor pair, orthogonal to abscisic acid (ABA)-PYR1 receptor pair (Park et al.,
2015). The mandipropamid-PYR1MANDI pair binds protein phosphatase HAB1 or ABI1
as the ABA-PYR1 pair (Park et al., 2015, Ziegler et al., 2022 and Fig. S1). RNA polymerases
which are modulated by protein-protein interaction would be desirable for coupling with
mandipropamid-sensing module to activate gene transcription (Baumschlager, Aoki &
Khammash, 2017; Han, Chen & Liu, 2017; Chee et al., 2022). Split T7 RNA polymerase
(RNAP) has been evolved to be a proximity-dependent biosensor platform, which could
transduce protein-protein interaction of light or small molecule sensing modules into
activation of gene expression under the control of T7 promoter (Pu, Zinkus-Boltz &
Dickinson, 2017). Self-assembly of the evolved T7 RNAP system (eRNAP) has been largely
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eliminated through series of directed evolution (Pu, Zinkus-Boltz & Dickinson, 2017;
Pu, Kentala & Dickinson, 2018). This eRNAP platform enables detecting protein
interaction (Dewey & Dickinson, 2020; Lin et al., 2021) and manipulating strength of
interaction (Zinkus-Boltz, DeValk & Dickinson, 2019; Dewey et al., 2021). ABA inducible
CRISPR/Cas9 gene editing in mammalian cells has been demonstrated using this evolved
split T7 RNAP system (Pu, Kentala & Dickinson, 2018). Engineering mandipropamid
induced gene expression is feasible by modifying abscisic acid sensing module. Here, we
report the repurposing of mandipropamid to activate gene expression using the evolved
split T7 RNA polymerase (Mandi-T7) and demonstrate the ability to regulate gene
expression of bacteria grown inside plant tissue.

MATERIALS AND METHODS
Plasmid construction
All genetic parts were synthesized and cloned into vectors by Genscript Biotechnology Inc.
(Nanjing, China). Plasmid pET23a(+) was used to clone the mandipropamid-T7 RNAP
cassettes. And the backbone of compatible plasmid pCDFduet-1 was used to clone the
T7pro- reporter cassette. Sequence of all genetic parts were described in Table S1 and
Table S2.

Mandipropamid responsive assay for evolved split T7 RNA
polymerase
Both driver and reporter plasmids were co-transformed into E. coli strain Top10
(TIANGEN Biotech., Beijing, China). Single colonies were inoculated 2XYT medium
with antibiotics at 37 �C. Overnight culture was transferred to fresh medium with
antibiotics at 1:400 ratio. At the same time, mandipropamid (sc-235565, Santa Cruz,
CA, USA) or DMSO (solvent control) was added. The culture was incubated for 6 h, and
100 µL of each sample was added to a 96 well plate and mixed with 190 µL 0.1% Tween-80.
Both florescence (GFP, Ex: 488, Em: 510; mcherry, Ex: 587, Em: 630) and OD600 was
measured by the Perkin Elmer EnspireTM 2,300 Multilabel Reader. After the values for
medium were subtracted, florescence over OD600 was calculated and compared to that of
the DMSO control samples.

Mandipropamid responsive assay for split GFP
Plasmids were transformed into E. coli strain BL21(DE3) (TRANSGEN Biotech., Beijing,
China). Single colonies were inoculated 2XYTmedium with antibiotics at 37 �C. Overnight
culture was transferred to fresh medium at 1:100 ratio. When OD600 reached between
0.4 to 0.6, IPTG (1 mm final) was added to induce expression of GFP1-9. Mandipropamid
or DMSO (solvent control) was also added. The culture was incubated for 3 h, and
100 µL of each sample was transferred to a 96 well plate. Both GFP florescence (Ex: 488,
Em: 510) and OD600 was measured by the Perkin Elmer EnspireTM 2,300 Multilabel
Reader. After the values for medium were subtracted, florescence over OD600 was
calculated and compared to that of the DMSO control sample.
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Time course fluorescence measurement
E. coli Top10 strain containing Mandi-T7 and reporter plasmids was generated as
mentioned above. Single colonies were inoculated 2XYT medium with antibiotics at 37 �C.
Overnight culture was transferred to fresh medium with antibiotics at 1:200 ratio.
When OD600 reached roughly 0.2, aliquots of 500 µL culture was distributed into
individual wells of a deep-well plate or into the hollow septate stems of water spinach
(Ipomoea aquatica). Mandipropamid (sc-235565, Santa Cruz, CA, USA) or DMSO
(solvent control) was then added. The plate was incubated at 1,000 rpm for 6 h. Samples
were harvested after 15 min, 30 min, 1 h, 2 h, 3 h, 4 h, and 6 h. A total of 100 µL of
each sample was added to a 96 well plate. Both florescence (GFP: Ex: 488, Em: 510;
mcherry: Ex: 587, Em: 630) and OD600 was measured by Perkin Elmer EnspireTM 2,300
Multilabel Reader. After the values for medium were subtracted, florescence over OD600

was calculated.

Western blot analysis
E.coli culture was harvested at series of time points from deep-well plates using centrifuge.
Samples were boiled in 1X loading buffer for 5 min. Relative protein concentration was
determined by BCA assay. Total protein was resolved using SDS-PAGE. The protein
sample was transferred to PVDF membranes (Millipore, Burlington, MA, USA) using
Mini Trans-Blot (Bio-Rad, Hercules, CA, USA). Anti-GFP (MF090; 1:2,000 dilution) and
anti-GAPDH (MF091; 1:1,000 dilution) antibodies from Mei5bio were used.

Microscopic analysis of reporter expression in plant leaves
The E. coli Top10 strain containing Mandi-T7 and sfGFP reporter was generated as
mentioned above. Overnight culture was transferred to fresh medium at 1:100 ration.
When OD600 reached between 0.4 to 0.6, E. coli cell was washed and resuspended with
Murashige and Skoog medium (MS). Infiltration of E. coli cells into the abaxial side of
Arabidopsis leaves was performed using a needless 1 mL syringe. Either mandipropamid
(400 mm mandipropamid and 0.1% Silwet L-77) or mock (0.2% DMSO and 0.1% Silwet
L-77) was applied on the abaxial surface of infiltrated leaves. After 3 h GFP fluorescence
was imaged by Confocal microscope (Leica SP8). Representative images from three
different positions were shown. A Z-stack of the same thickness was merged using the
‘MAX’ method (Leica LAS X). The fluorescence intensity and cell number were analyzed
using ImageJ (version 1.53i).

RESULTS
To simplify circuit design and troubleshooting, we deployed the Mandi-T7 driver module
and reporter module on two compatible plasmids. For the reporter module, expression of
superfolder green fluorescent protein (sfGFP) was driven by the T7 promoter. For the
driver module, we followed the reported architecture of split T7 RNAP (Pu, Kentala &
Dickinson, 2018). Briefly, we fused PYR1MANDI to the RNAP C-terminal half (T7 RNAPc)
and the evolved RNAP N-terminal half (eRNAPn) to the N-terminal truncated ABI1
(Fig. 1A). We used relatively long flexible linker (12 aa) to fuse PYR1MANDI and T7 RNAPc

Yuan and Miao (2022), PeerJ, DOI 10.7717/peerj.13619 3/8

http://dx.doi.org/10.7717/peerj.13619
https://peerj.com/


Mandi
PYR1MANDI

ABI

T7-RNAPceRNAPn

T7-RNAPc

eRNAPn
T7-RNAPc

eRNAPn

ABI

N

C

Mandi

N

N

C

C

 Mandipropamid (µM) 

 Mandipropamid (µM)

N
or

m
al

iz
ed

 fl
uo

re
sc

en
ce

 (
A

.U
.)

N
or

m
al

iz
ed

 fl
uo

re
sc

en
ce

 (
A

.U
.)

N
or

m
al

iz
ed

 fl
uo

re
sc

en
ce

 (
A

.U
.)

N
or

m
al

iz
ed

 fl
uo

re
sc

en
ce

 (
A

.U
.)

N

PYR1MANDI

ABI-CP234

PT7 GOI

GOI
GOI

GFP

eRNAPn   ABI PYR1MANDI T7-RNAPc

0

10

20

30

40

40

50

0.1 1 10 100 400

400

50

50
0

10

20

30

0.1 1 10 100

A

B

C

F

G

H

I

D

E

PYR1MANDI

Mandipropamid

0

10

20

30

40

50

0 1 2 3 4 6

0

Mandipropamid
Mock

Mandipropamid

Mock

0

10

20

30

40

0 15’          30’

ilvBN T7 ter

BBa_K864600 

0

2

4

0 15’ 30’

0

2

1

3

Induction time (hour)

1 2 3 4 6
Induction time (hour)Mandi-T7 cpMANDI-T7

     0   0.1   1  10 50 100 400  0   0.1  1   10  50  100  400   µM

- GFP

-GAPDH

Mandipropamid Mock

0  1/4 1/2  1     2   3    4    6 1/4  1/2  1    2    3    4    6

-GFP

-GAPDH

M
an

di
D

M
S

O

GFP GFP
Chloroplast

hr

Figure 1 Engineering the Mandi-T7 system and its application. (A) Schematic of Mandi-T7 system
and GFP reporter under control of T7 promoter. Bent arrow: promoter; Box arrow: CDS; Large T-shape:
terminator. (B) Dose-response analysis of Mandi-T7 in E. coli Top10. (C) Western blot analysis of
reporter expression in (B and G). (D) Inducer response after 6 h of induction in liquid culture.
(E) Western blot analysis of reporter expression in (D). (F) Schematic of CP234-Mandi-T7. The original
termini of ABI were linked by a flexible linker. (G) Dose-response analysis of CP234-Mandi-T7 in E. coli
Top10. (H) Time course after induction for 6 h in the hollow septate stems of water spinach. (I) Exo-
genous control of E. coli gene expression inside leaves. Bar: 50 µm. The values in the scatter plots (B, D, G,
and H) are averages of three biological replicates and the error bars represent standard deviation.

Full-size DOI: 10.7717/peerj.13619/fig-1

Yuan and Miao (2022), PeerJ, DOI 10.7717/peerj.13619 4/8

http://dx.doi.org/10.7717/peerj.13619/fig-1
http://dx.doi.org/10.7717/peerj.13619
https://peerj.com/


for achieving high-level expression upon induction (Pu, Zinkus-Boltz & Dickinson, 2017).
We used the catalytic inactive mutant (D143A) of ABI1 protein (ABI) to minimize
unintended effects (Liang, Ho & Crabtree, 2011). To avoid using additional inducer
molecules, we used constitutive promoters to drive the expression of Mandi-T7.
We chose standard promoter of medium strength (J23105) to drive the expression of
PYR1MANDI-T7 RNAPc to avoid overwhelming the metabolism (Tan & Ng, 2020).
To evaluate the performance of Mandi-T7 system, we measured the response of
the Mandi-T7 to different concentration of mandipropamid. The results showed a
dose-dependent response, which saturated at 100 µm mandipropamid (Fig. 1B, Fig. 1C,
and Fig. S2). A fold-induction of 44X was achieved.

To understand the kinetic characteristics of Mandi-T7 system, we measured
fluorescence intensity over the course of induction for 6 h. Fluorescence above the
background level was detected at 15 min (Fig. 1D and Fig. 1E). The induction plateaued
after 6 h (Fig. 1D and Fig. 1E). We also detected fluorescence signal without induction
(Fig. 1D and Fig. 1E). We also tested mcherry as the reporter. The dose-response curve of
mcherry showed 140X induction at 100 µm (Fig. S3A). The time course expression analysis
showed induction plateaued after 4 h (Fig. S3B). We failed to detect toxic effect of
mandipropamid on E.coli growth (Fig. S4).

In a separate attempt, we tried a circular permutated version of ABI protein, which
provides alternative topology for complementation of the split T7 RNAP. We noticed
that Ser 234 at the end of helix 2 is closer to the C terminus of PYR1MANDI than the original
N-terminus (Fig. S5). We joined the original N and C termini of ABI by a flexible linker
and generated the circular permutant CP234, for which Ser234 of ABI serves as the
new N-terminus (Fig. 1F). To test the retention of the activity to bind PYR1MANDI, we used
the tripartite split-GFP based system because of its low background fluorescence and
minimal effect on fusion protein (Cabantous et al., 2013). Of the eleven β-strands in the
β-barrel of GFP structure, two strands at the C-terminus are individually used as fusion
tags to interacting protein partners and allow reconstitution with the rest of the GFP
molecule (Fig. S6; Cabantous et al., 2013). We observed concentration dependent increase
in GFP florescence after mandipropamid induction (Fig. S6). This result indicated
that ABI-CP234 retained the ability to interact with PYR1MANDI in the presence of
mandipropamid. Next, we adapted ABI-CP234 to the evolved split T7 RNAP system
(CP234-Mandi-T7), replacing ABI using ABI-CP234. The result also showed strong sfGFP
expression upon mandipropamid induction like the Mandi-T7 system, with a fold
induction of 33 (Fig. 1C, Fig. 1G and Fig. S2).

To provide a proof-of-principle that Mandi-T7 is useful in complex setting, we
evaluated the ability of Mandi-T7 to induce bacterial gene expression inside the hollow
septate stems of water spinach (Ipomoea aquatica). We followed reporter expression using
fluorescence intensity and Western blot. The result showed induction after 15 min and
induction level kept on increasing over 6-h period (Fig. 1H and Fig. S8). To directly
observe the induced reporter expression inside plant tissue, we infiltrated rosette leaves of
Arabidopsis with E.coli culture harboring Mandi-T7 and sfGFP reporter and applied
mandipropamid on the abaxial leaf surface. After 3 h, we assayed GFP florescence under
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confocal microscopy. The autofluorescence of chloroplast in the plant cells provided a
high-contrast background for observing GFP fluorescence. The result showed that under
low excitation intensity, more GFP-positive E.coil cells could be observed inside the
induced leaves than inside the control leaves (Fig. 1I). The intensity of GFP fluorescence
was also higher after induction (Fig. S9). Basal level expression of GFP in the control
groups was observable at higher excitation intensity and used here to count the E.coli cell
number (Fig. S9). This result suggested that Mandi-T7 has the potential to enable
manipulation of gene expression of plant-associated microorganisms.

DISCUSSION
Our work established an inducible gene expression system, using agrochemical
mandipropamid. The Mandi-T7 system achieved a fold-induction of 44X, within the same
order of magnitude as the 100X induction of the ABA-inducible RNAP sensor at 100 µm
(Pu, Kentala & Dickinson, 2018). The difference between the two systems is that ABA
sensor can be further induced to 468X fold change at 10 mm (Pu, Kentala & Dickinson,
2018). The rapid activation of reporter gene expression shown in kinetic analysis is
consistent with the nature of T7 RNA polymerase based system.

We have also tested mcherry as the fluorescence protein reporter. The increased fold
change for mcherry is consistent with low cellular autofluorescence at its emission region
(Telford et al., 2012).

The reporter signal in uninduced conditions could be caused by constitutive expression
of Mani-T7 module and low level self-assembly of split T7 RNAP (Pu, Kentala &
Dickinson, 2018). Further engineering efforts like directed evolution are needed to lower
the basal expression level and increase the dynamic range.

We also tested alternative topology (ABI-CP234) for generating ABI fusion protein and
hope this result might help expand mandipropamid to other proximity-dependent
systems. CP234-ABI might also be applicable to ABA FRET sensor.

CONCLUSIONS
This study provides a new tool for agrochemical control gene expression. We showed
that mandipropamid inducible gene expression can be readily built based on the
evolved split T7 RNAP system. T7 RNAP is orthogonal and widely applicable to many
prokaryotic and eukaryotic organisms. Mandi-T7 can be further integrated with other
tools like CRISPRi technology. Low toxicity, easy absorption, and cost-effectiveness of
mandipropamid will give Mandi-T7 leverage in other complex contexts like vector-borne
bacterial plant pathogens. We hope the Mandi-T7 system will expand rational control
over gene expression to diverse biological context.

ACKNOWLEDGEMENTS
We would like to thank Dr. Jinyue Pu and Professor Bryan Dickinson (University of
Chicago) for sharing plasmids and vector information. We also want to thank Professor
Linfeng Huang (Duke Kunshan University) for advice and generous sharing equipment
and reagents.

Yuan and Miao (2022), PeerJ, DOI 10.7717/peerj.13619 6/8

http://dx.doi.org/10.7717/peerj.13619/supp-9
http://dx.doi.org/10.7717/peerj.13619/supp-9
http://dx.doi.org/10.7717/peerj.13619
https://peerj.com/


ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This work was supported by the National Natural Science Foundation of China (Grant
31500690 to Jin Miao). There was no additional external funding received for this study.
The funders had no role in study design, data collection and analysis, decision to publish,
or preparation of the manuscript.

Grant Disclosures
The following grant information was disclosed by the authors:
National Natural Science Foundation of China: 31500690.

Competing Interests
Yuan Yuan and Jin Miao filed an application for a patent (202110440791.X) on April 23,
2021.

Author Contributions
� Yuan Yuan performed the experiments, analyzed the data, prepared figures and/or
tables, authored or reviewed drafts of the article, and approved the final draft.

� Jin Miao conceived and designed the experiments, performed the experiments, analyzed
the data, prepared figures and/or tables, authored or reviewed drafts of the article, and
approved the final draft.

Patent Disclosures
The following patent dependencies were disclosed by the authors:

Yuan Yuan and Jin Miao filed an application for a patent (202110440791.X) on April 23,
2021.

Data Availability
The following information was supplied regarding data availability:

The raw data and statistical analysis and the raw data/uncropped Gels for Western blot
analysis are available in the Supplemental Files.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.13619#supplemental-information.

REFERENCES
Baumschlager A, Aoki SK, Khammash M. 2017. Dynamic blue light-inducible T7 RNA

polymerases (Opto-T7RNAPs) for precise spatiotemporal gene expression control. ACS
Synthetic Biology 6(11):2157–2167 DOI 10.1021/acssynbio.7b00169.

Cabantous S, Nguyen HB, Pedelacq JD, Koraïchi F, Chaudhary A, Ganguly K, Lockard MA,
Favre G, Terwilliger TC, Waldo GS. 2013. A new protein-protein interaction sensor based on
tripartite split-GFP association. Scientific Reports 3(1):2854 DOI 10.1038/srep02854.

Yuan and Miao (2022), PeerJ, DOI 10.7717/peerj.13619 7/8

http://dx.doi.org/10.7717/peerj.13619#supplemental-information
http://dx.doi.org/10.7717/peerj.13619#supplemental-information
http://dx.doi.org/10.7717/peerj.13619#supplemental-information
http://dx.doi.org/10.1021/acssynbio.7b00169
http://dx.doi.org/10.1038/srep02854
http://dx.doi.org/10.7717/peerj.13619
https://peerj.com/


Chee WKD, Yeoh JW, Dao VL, Poh CL. 2022.Highly reversible tunable thermal-repressible split-
T7 RNA polymerases (Thermal-T7RNAPs) for dynamic gene regulation. ACS Synthetic Biology
11(2):921–937 DOI 10.1021/acssynbio.1c00545.

Delaney J, Clarke E, Hughes D, Rice M. 2006. Modern agrochemical research: a missed
opportunity for drug discovery? Drug Discovery Today 11(17–18):839–845
DOI 10.1016/j.drudis.2006.07.002.

Dewey JA, Azizi SA, Lu V, Dickinson BC. 2021. A System for the evolution of protein-protein
interaction inducers. ACS Synthetic Biology 10(8):2096–2110 DOI 10.1021/acssynbio.1c00276.

Dewey JA, Dickinson BC. 2020. Split T7 RNA polymerase biosensors to study multiprotein
interaction dynamics. Methods Enzymology 641(2):413–432 DOI 10.1016/bs.mie.2020.04.047.

Han T, Chen Q, Liu H. 2017. Engineered photoactivatable genetic switches based on the bacterium
phage T7 RNA polymerase. ACS Synthetic Biology 17(2):357–366
DOI 10.1021/acssynbio.6b00248.

Liang FS, HoWQ, Crabtree GR. 2011. Engineering the ABA plant stress pathway for regulation of
induced proximity. Science Signaling 4(164):rs2 DOI 10.1126/scisignal.2001449.

Lin DW, Liu Y, Lee YQ, Yang PJ, Ho CT, Hong JC, Hsiao JC, Liao DC, Liang AJ, Hung TC,
Chen YC, Tu HL, Hsu CP, Huang HC. 2021. Construction of intracellular asymmetry and
asymmetric division in Escherichia coli. Nature Communication 12:888
DOI 10.1038/s41467-021-21135-1.

Park SY, Peterson FC, Mosquna A, Yao J, Volkman BF, Cutler SR. 2015. Agrochemical control
of plant water use using engineered abscisic acid receptors. Nature 520(7548):545–548
DOI 10.1038/nature14123.

Pu J, Kentala K, Dickinson BC. 2018. Multidimensional control of cas9 by evolved RNA
polymerase-based biosensors. ACS Chemical Biololgy 13(2):431–437
DOI 10.1021/acschembio.7b00532.

Pu J, Zinkus-Boltz J, Dickinson BC. 2017. Evolution of a split RNA polymerase as a versatile
biosensor platform. Nature Chemical Biology 13(4):432–438 DOI 10.1038/nchembio.2299.

Tan SI, Ng IS. 2020. New insight into plasmid-driven T7 RNA polymerase in Escherichia coli and
use as a genetic amplifier for a biosensor. ACS Synthetic Biology 9(3):613–622
DOI 10.1021/acssynbio.9b00466.

TelfordWG, Hawley T, Subach F, Verkhusha V, Hawley RG. 2012. Flow cytometry of fluorescent
proteins. Methods 57(3):318–330 DOI 10.1016/j.ymeth.2012.01.003.

Ziegler MJ, Yserentant K, Dunsing V, Middel V, Gralak AJ, Pakari K, Bargstedt J, Kern C,
Petrich A, Chiantia S, Strähle U, Herten DP, Wombacher R. 2022. Mandipropamid as a
chemical inducer of proximity for in vivo applications. Nature Chemical Biology 18(1):64–69
DOI 10.1038/s41589-021-00922-3.

Zinkus-Boltz J, DeValk C, Dickinson BC. 2019. A phage-assisted continuous selection approach
for deep mutational scanning of protein-protein interactions. ACS Chemical Biology
14(12):2757–2767 DOI 10.1021/acschembio.9b00669.

Yuan and Miao (2022), PeerJ, DOI 10.7717/peerj.13619 8/8

http://dx.doi.org/10.1021/acssynbio.1c00545
http://dx.doi.org/10.1016/j.drudis.2006.07.002
http://dx.doi.org/10.1021/acssynbio.1c00276
http://dx.doi.org/10.1016/bs.mie.2020.04.047
http://dx.doi.org/10.1021/acssynbio.6b00248
http://dx.doi.org/10.1126/scisignal.2001449
http://dx.doi.org/10.1038/s41467-021-21135-1
http://dx.doi.org/10.1038/nature14123
http://dx.doi.org/10.1021/acschembio.7b00532
http://dx.doi.org/10.1038/nchembio.2299
http://dx.doi.org/10.1021/acssynbio.9b00466
http://dx.doi.org/10.1016/j.ymeth.2012.01.003
http://dx.doi.org/10.1038/s41589-021-00922-3
http://dx.doi.org/10.1021/acschembio.9b00669
http://dx.doi.org/10.7717/peerj.13619
https://peerj.com/

	Agrochemical control of gene expression using evolved split RNA polymerase
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	flink6
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


