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Abstract

Because plants and their extracts are a potent resource for bioactive substances we developed the plant extract
collection Kiel in Schleswig-Holstein (PECKISH) as an open access screening library. PECKISH contains more
than 4500 unique aqueous (about 64%), ethanolic (about 32%), and other (about 4%) extracts from > 880 different
plant species and 11 different plant tissues. PECKISH represents about 190 plant families. Extracts were obtained
from health shops, outdoor cultivated plants, marine algae, herbs from traditional Chinese medicine, African plants
and known medicinal plants. Concentrated and sterilized extracts are stored at -80 °C and are available in a 96-well
plate format including empty wells for positive and negative controls. The library format allows medium
throughput screenings using enzymatic assays, cell-based assays or phenotypic read-outs using model-organisms
such asC. elegans or D. melanogaster. Screenings based on PECKISH are useful to develop dietary supplements,
functional foods or drugs. The uniqueness of PECKISH lies in its broad diversity of plant extracts and its open
access character.
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1. Introduction

Plants and their extracts contain a large number of bioactive substances. For example, saponins with anti-oxidative
capacity, capsaicin with anti-obesic effects, and fucosterols with anti-carcinogenic properties were identified in
soybeans, red pepper, and Wakame, respectively (Arai, 1996). Due to their anti-inflammatory activities, plants
used in the traditional Chinese medicine (TCM) are able to reduce the progress of atherosclerosis (Gupta, Singhal,
Goyle, & Sharma, 2001; Subramaniam et al., 2011). Similar effects are shown to be shared by marine plants such
as seaweeds or algae (Khan et al., 2008; Yang et al., 2011). More recently, plant extracts were subject to extensive
epigenetics (Kirk, Cefalu, Ribnicky, Liu, & Eilertsen, 2008; Liu et al., 2001), endocrinology (Liu et al., 2001),
inflammatory medicine (Kahkonen et al., 1999), and nutrigenomics (Eggenschwiler et al., 2006; Koch & Malek,
2011) studies. This stresses plants and their extracts as having wide-ranging health effects and renders them useful
in biomedical research.

During the last years, synthetic and semi-synthetic natural libraries as well as pure compound libraries were
established by pharmaceutical companies and by research groups (Bindseil et al., 2001; de Morais Lima et al.,
2011; Eisenberg et al., 2011). Within the framework of the Developmental Therapeutics Program (DTP) of the U.S.
National Cancer Institute, a screening library containing more than 230,000 unique extracts from plants, marine
organisms, and microbes was established (McCloud, 2010). All of these libraries are not publicly available and
were essentially established for drug development. Other extract collections based on Asian plants (Buehrer et al.,
2012; Eisenberg et al., 2011), marine plants (Khan et al., 2008), plants with high amounts of special substances
(Kahkonen et al., 1999), plants with specific effects or substances (Kahkonen et al., 1999; Kirk et al., 2008) and
small libraries with less than 40 different extracts (Khan et al., 2008; Pun et al., 2010) were described previously.
These libraries are also not accessible and contain extracts from a limited number of plant families. Here we report
establishment of the plant extract collection Kiel in Schleswig-Holstein (PECKISH) as an open access screening

101



www.ccsenet.org/jfr Journal of Food Research Vol. 2, No. 4; 2013

library, containing a broad diversity of plant extracts as a useful resource for the development of dietary
supplements, functional foods, or drugs. Since there is evidence that plant specimen of about 20 years of age still
contain biological active compounds (Klausmeyer et al., 2009), we anticipate that our library will be useful as a
long-term resource for screening of bioactive compounds.

2. Materials and Methods
2.1 Collection and Handling of Plant Material

The plant material was purchased from various local herbal suppliers, as well as from suppliers from Northern
Europe (e.g. Germany, Netherlands, or Austria) and several from Western Africa (Cameroon). Several special
local plants were cultivated outdoor in Northern Germany especially for PECKISH. The algae were collected by
Coastal Research & Management (CRM), Kiel, Germany at different coasts in Europe (e.g. Denmark, France),
delivered from Japanese suppliers and/or cultivated at the local coast of Kiel, Germany. For preservation, the algae
raw material was either dried or frozen at -20 °C. In all other cases, raw material was dried when delivered. The
plant material included berries, flesh and fruits, vegetables, corms, cereals, glumes, herbs, plant sprouts, hulls,
seeds, leaves and bark, boughs, woods, roots, bulbs, blossoms (with and without calyx), petals, buds, grasses,
needles, corns, barbs, parings, pods and pits, gum resin, nuts, mushrooms, cones, and thalli. Before and after
extraction, the raw plant material was kept in wooden boxes at room temperature, each packed in its original bag.
2.2 Extraction Procedures

42 extracts were obtained from Plantextrakt GmbH & Co. KG (Vestenbergsgreuth, Germany) in a dried condition.
63 extracts were delivered by Flavex Naturextrakte GmbH (Rehlingen, Germany) as fluids and 41 extracts were
produced by Caesar & Loretz GmbH (Hilden, Germany) as so-called ‘tea-drugs’. The dried extracts from
Plantextrakt GmbH & Co KG were dissolved in double distilled water. 128 aqueous extracts from frozen and air
dried algae as well as 27 acetonical extracts from air dried algae were provided by CRM, Kiel, Germany. More
than 90% of the extracts were produced by aqueous extraction, ethanolic extraction or by producing a concentrated
infusion (Figure 1). In most cases, the herb-to-solvent ratio was 1:10. The final concentration of extracts was about
5-10 mg/ml for aqueous and 1-5 mg/ml for ethanolic extracts. For aqueous and ethanolic extraction, the air dried
plants were grinded by IKA analytical mill (Type A11 basic) and weighted (3 g) into a test tube. A total of 30 ml of
boiling double distilled water or ethanol (Rotipuran > 99.8% p.a., Roth, Germany) was added. The suspension of
solvent and powdered plant material was stirred slightly. Tubes were sonicated (Bandelin Sonoplus UW 2070) for
1 minute and centrifuged (Eppendorf Centrifuge 5702) for 2 minutes (2.000 g), respectively. The supernatant was
cleaned from the plant material via folded filter (Macherey-Nagel MN 615 %, 185 mm). The extracts were initially
stored in 15 ml tubes (Sarstedt, Germany) and frozen by -80 °C immediately after having finished the extraction
procedure. To produce a concentrated infusion, the whole raw material (10 g) was soused with 100 ml of boiling
double distilled water, slightly stirred, and steeped for 10 minutes. After this, the solution was filtered by a folded
filter (Macherey-Nagel MN 615 %, 185 mm) into a 15 ml tube and initially frozen by -80 °C.

Raw plant material
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plant material plant material
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Figure 1. Extraction protocol of extracts within PECKISH
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2.3 Storage of Extract Aliquots

Plant extracts were aliquoted (1800 pl) with a multi-pipette (Pipet-Lite™ XLS Adjustable Spacer, Mettler Toledo,
Germany) in two 96 deep-well-plates (2000ul, Eppendorf, Germany). From these master plates “stamps” (n=6,
150 pl) were made in conventional 96 well-plates with the same multi-pipette. All plates were covered by an
adhesive storage foil (Eppendorf, Germany). Afterwards, master plates as well as stamps were re-frosted and
stored in different -80 °C freezers, respectively. The retained samples were kept in their origin tubes by -20 °C.
The whole library was sterilized by gamma radiation (BGS Beta-Gamma-Service GmbH & Co. KG, Wiehl,
Germany).

2.4 Labelling and Data Base

All extracts got an individual identification number which always started with the letters “EX” followed by a
four-digit serial number. The identification number also included information about producer, solvent, and
numbers of the extracts which are placed in the respective plate. These codes were noted in a central table which is
available from the intra-net of our group. Every single extract was also entered in a web-based data-base accessible
at www.epifood.de. Any details of a particular plant and the resulting extract, e.g. information about raw material,
supplier of plant material, extraction process, extract producer, available amount etc. is retrievable there.

3. Results and Discussion
3.1 Collection of Raw Material

In order to collect a variety of different plants, we carried out the “take what is on offer” - principle which was
encouraged by a discovery of a new plant species with anti-HIV activity while collecting a plant library (Thomas
& Gereau, 1993). We received 105 plants as extracts from three different professional suppliers. 63 different algae
were prepared by CRM (Kiel, Germany) as extracts. 41 medical plant extracts were purchased as “tea-drug” from
local pharmacies. The library contains extracts from more than 150 TCM plants and 9 African plants. 140 plants
were obtained by local outdoor cultivation. Nevertheless, most of the plant material (>80%) was obtained from
health shops or pharmacies; this included common plants such as stinging nettle, common valerian, or common
dandelion. Overall, we collected 882 different plants classified into more than 190 botanical families. Figure 2
shows the representations of different plant families within PECKISH. Of note, the ancestry of a total of 69.1% of
all plants belongs to diverse plant families (< 1% of total extracts representative of a single family). 9.5% and 7.4%
of the plants were from the Asteraceae and Lamiaceae family, respectively. Both, the Rosaceae as well as the
Fabaceae family represent 5.6 % of all plants. Due to broad diversity of plants, our library has a great potential of
identifying the extracts desired effect.

Asteraceae

Fabaceae

Rosaceae

Cucurbitaceae

unknown/unspecific
Ericaceae
Zingiberaceae

Rubiaceae Polygonaceae— Fucaceae

Figure 2. Variety of plant families within PECKISH
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3.2 Plant tissues Used for Extraction

In order to obtain extracts with diverse bioactive compounds and upon encouraging creation of the DTP library
(McCloud, 2010), different parts of the collected plants were used for extraction (Table 1). About 16% of the
extracts come from roots or rootstocks, whereas approximately 9% of the extracts come from leaves and haulms,
respectively. Blossoms (with and without calyx) and fruits (with parings, pits and peduncles) were extracted for
about 7% of the extracts, respectively. Seeds (6.2%) as well as bark (4.7%) and thallus (4.3%) were used for 15.2%
of the extracts at large. Together, 11 different plant tissues were used for extractions.

Table 1. Different parts of the collected plants were used for extraction

Tissue % of extracts
Berries 1,6
Leaves 9.4
Blossoms (with and without calyx) 7,5
Fruits (with paring, pits & peduncles) 7,3
Bark 4.7
Haulm 9,0
Rhizom 1,0
Seeds 6,2
Parings 1,3
Thallus 43
Roots/rootstocks 15,8
Others 31,9

3.3 Solvents

McCloud indicated that percolator extraction methods give similar results compared to simple extraction protocols
(McCloud, 2010). Therefore, we developed three easy-to-handle extraction procedures allowing the preparation of
over 4500 extracts within an adequate time. Thus, over 80 % of plants in our collection was prepared as aqueous
extract, ethanolic extract, or concentrated infusion. In our library, nearly two-thirds (n=2884) of the extracts are
aqueous and about 30% (n=1442) were extracted by ethanol (Table 2). There are only few extracts made with other
solvents such as CO, (n=38; 0.8%), acetone (n=27; 0.6%), or DMSO (n=10; 0.2%). For 2.8% (n=126) of the
purchased extracts the solvents were unknown. Since plants contain a great variety of chemicals, there exist no
single solvent able to solubilize all of them. Traditionally, the organic solvents (e.g. ethanol, methanol) are
employed for extraction of biologically active agents from plants. Since over 90% of extracts in our library are
aqueous or ethanolic, this may represent a substantial fraction of bioactive compounds.

Table 2. Solvents used for extraction and the percentage of the resulting extracts

Solvent % of extracts
Acetone 0.6

Carbon dioxide (CO,) 0.8

DMSO 0.2

Ethanol 31.9

Double distilled water 63.7
Unknown 2.8
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3.4 Format and Sterilization

Since our library is dedicated to screening procedures, all plant extracts were aliquoted into 96 well-formats. Each
plate contains six empty wells for positive and negative controls. Plates were sorted by solvent and producer, and
were labelled individually. Due to the extracts’ constitution, contamination problems in several bioassay trials are
possible. Therefore, the whole library was sterilized via gamma-radiation.

4. Conclusion

Klausmeyer et al. found that plant specimen of about 20 years of age still contain biological active compounds
(Klausmeyer et al., 2009). Using “stress-tests” (e.g. extract storage by higher temperatures) we found no changes
regarding the major composition of selected extracts. However, we cannot exclude weak changes regarding
fractions that are e.g. prone to oxidation but we assume that there are no substantial changes in general
composition of the extracts. Nevertheless, we suggest that our library will be useful for the next 20 years as a
long-term resource for screening of bioactive compounds. The 96-well library format allows medium throughput
screenings using enzymatic assays, cell-based assays or phenotypic read-outs using model-organisms such as C.
elegans or D. melanogaster. Because our Plant Extract Collection Kiel in Schleswig-Holstein (PECKISH) is an
open access library we anticipate that our library will be used as a starting point to develop dietary supplements,
functional foods or drugs.
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