REPORT OF THE MEETING:

FIRST COORDINATION MEETING OF THE PROJECT HOMSIR

Held: IPIMAR (Instituto de Investigaçao das Pescas e do Mar), Lisbon, Portugal.

Dates: 14 - 17 January 2000.

List of Participants:

Abaunza, Pablo : (IEO; Spain)

Murta, Alberto: (IPIMAR; Portugal)
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Teia dos Santos, Ana María (IPIMAR; Portugal)

Ricardo Quinta (IPIMAR; Portugal)

Molloy, John: (FRC, MI; Ireland)

Cimmaruta, Roberta: (DISA-UNITUS; Italy)

Mattiucci, Simonetta: (DISA-UNITUS; Italy)

Magoulas, Andonis: (IMBC; Greece)

MacKenzie, Ken: (UNIABDN; Scotland, UK)

Iversen, Svein: (IMR; Norway)

Dahle, Geir: (IMR; Norway)

Leonel, Gordo: (FFCUL; Portugal)

Zimmermmann, Chris: (BFA Fi; Germany)

Stransky, Christoph: (BFA Fi; Germany)

The meeting was partially attended by experts on the horse mackerel fishery and biology:

Borges, Fatima: (IPIMAR; Portugal)

Silva, Alexandra: (IPIMAR; Portugal)

Brief description and development of the meeting:

Objectives:

· Organization of work for the first year of the project.

· Identification of organizational and logistical problems related to sampling and transit of samples.

· Provision of solutions and alternatives to these problems, such that sampling quality might be maintained or improved, as well as speed and safety in sending and working with samples.

· Definition of the protocols to follow regarding specimens collected: biological sampling and sample extraction for genetic analysis.

· Unification of criteria for the web page and the dissemination of scientific results-production.

· Meeting of the different parts of the project. Exchange of experiences.

Development:

The meeting was held following a previously drawn-up agenda which was completed within the time available without difficulty. Working sub-groups were created to increase efficiency in the identification and resolution of problems. Two such sub-groups were formed: the sub-group of researchers related to genetic techniques; and the sub-group related to the remaining biological indicators (morphometry and parasites), physical tagging and life history traits (growth, reproduction and distribution). Later, the opinions and results of each sub-group were made commonly available by means of plenarios.

There were also short oral presentations on subjects of interest to the project. In a multidisciplinary project this seemed a good way for the project’s participants to get an adequate knowledge of the techniques they were least familiar with. The following subjects were presented:

· Introduction to the genetic stock assessment (Dr. Roberta Cimmarrutta)

· The Genetics of Anisakids: the case of the Anisakis simplex complex. (Dr. Simonetta Mattiucci)

· The application of shape analysis in fish otoliths for stock identification. (Christoph Stransky)

Results:

Plan of sampling and flow of material:

The sampling plan in the Technical Annex was discussed. Possible weak points were and improvements were identified. In general, work on the following aspects was considered appropriate:

· Reducing as far as possible the flow of material to avoid deterioration of frozen samples and losses.

· Economizing on the work insomuch as avoiding repetition, without admitting lowering the quality or placing in danger the quality of sampling or of processing. 

The main innovations and improvements achieved with respect to the initial design are:

· There shall only be one trip (one step) in sending whole frozen horse mackerel specimens. Previously, frozen material from each sampling location went straight to Lisbon (participant 02) and after to Aberdeen (participant 07). Now, frozen specimens shall go straight to Aberdeen (participant 07) for parasitological analysis…, etc. The elimination of their prior delivery to Lisbon has been made possible since the morphometrical study, based on landmarks on the bodies of horse mackerel (work to be carried out by participant 02) can now be performed using a photograph of each specimen. In this way participant 07 shall take the photographs of each specimen and send them to participant 02.

· Muscular tissue to be used as genetic material shall be shared in the following way. Each genetic team shall extract the DNA they require from the samples coming from their assigned areas and this DNA shall be sent to the rest of the teams involved in genetics. In this way, each genetic team shall receive the DNA necessary for analysis from the 20 sampled locations, but shall only work with the raw material from one group of them. This will save work repetition.

· Six specific areas were identified in case of having to carry out additional sampling in the development of growth and reproductive studies. They were considered to be representative areas and sampling intensity in these areas was realistic for the personnel working in the project. The flow of material in these cases shall be from each area (6 areas) to Lisbon, Portugal (paticipant 02 and 09). 

The Sampling Plan and flow of material follows, indicating in each case the material necessary for the techniques to be applied. Part of the procedure and techniques appear as annexes. These annexes are:

· Protocols for biological sampling : Annex I

· Forms for the data collection of biological aspects: Annex II

· Protocols for the extraction of DNA: Annex III

SAMPLING PLAN AND FLOW OF MATERIAL:

Sampling locations are shown in Figure 1 (map). Specimen collection shall take place in the spawning season if possible identifying that the sampled population is in an active spawning condition at the time of sampling (gonads in pre-spawning, spawning or early post-spawning stage). Sampling shall only be carried out outside the spawning season in area 01, the coast of Norway, since horse mackerel only appears there in autumn/winter at the moment of its feeding season. Details of the sampling period in each area can be seen in the folowing table:

AREA
COUNTRY
DATE

1
Norway NO
Oct/Nov

2
Ireland IR
Apr/May

3
Ireland IR
Apr/May

4
Germany DE
Jun/Jul

5
Germany DE
Jun/Jul

6
Spain ES
Mar/Apr

7
Spain ES
Mar/Apr

8
Portugal PT
Feb/Mar

9
Portugal PT
Feb/Mar

10
Portugal PT
Feb/Mar

11
Spain ES
Mar/Apr

12
Spain ES
Mar/Apr

13
Italy IT
Mar/May

14
Italy IT
Mar/May

15
Greece GR
Mar/May

16
Greece GR
Mar/May

17
Spain ES
Mar/May

18
Spain ES*
Mar/May

19
Italy IT
Mar/May

20
Spain ES
Mar/May

· In connection with the institutions of Algeria, Tunisia or Morocco.

Step-by-step procedure: 

A general scheme of the organization of the work and material flow is shown in Figure 2.

SAMPLING AT SEA:
1.- From each sampling area 100 specimens of horse mackerel shall be collected each year in the first two years (total = 200 in each area).  Specimens should cover the greatest possible length range (14-42 cm) with the constant predominance of adults, which should make up at least 70% of the sample (specimens >= 21 cm).

2.- Horse mackerel shall be frozen immediately after death and placed in individual plastic bags, taking care to keep them straight and stretched out both in the bags and the place of storage where they are  frozen.

3.- In some cases additional sampling will be carried out to study the life history traits related parameters: growth and reproduction (see map in Fig. 1).

PROCESSING AT LABS:

4.- Coding: Once in the laboratory, the horse mackerel shall be coded using three different sets: 2 labels to place on the fish and a third to inscribe on the bag holding it. The code shall have the following format:

area-year-fish nº: 00-00-000.

Thes labels bearing the code on the fish  (2) shall be placed as follows: one around the head behind the opercle and the other at the start of the caudal fin. The code can be written in pencil or permanent ink on a small water-resistant piece of paper held in place by a rubber band (see the attached drawing). On the bag containing the specimen, write the same code in large letters using permanent ink. The code used for each specimen shall be the same for all techniques applied to it and for the treatment of all information obtained from it. 

Example of a label to place on each fish 
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5.- Note the sampling area, the date, the quality of the state of the specimen, etc., and its total weight on the form of biological sampling (Annex II). The weight shall be taken in grammes as indicated in biological sampling protocols (Annex I).

6.-  Take muscle tissue samples from the body wall of horse mackerel (dorsal position at medium height) keeping the sample frozen throughout. Two pieces of approximately 0.5 cm3 each shall be collected, removing the scales and skin.

· 1 sample or piece shall be frozen in Eppendorf cryo-test tubes and sent to the University of Tuscia, Viterbo (Italy) within one month of its collection.

· 1 sample or piece shall be kept in 95% ethanol in Eppendorf test tubes and sent to different places according to the sampling area where they are collected:

SAMPLING AREAS
SEND TO

01-02-03-04-05
IMR, Begen (Norway)

08-09-10
IPIMAR, Lisbon (Portugal)

06-07-11-17
UVIGO, Vigo (Spain)

13-14-18-19
DISA-UNITUS, Viterbo (Italy)

12-15-16-20
IMBC, Crete (Greece)

Care shall be taken to ensure that dissecting material is cleaned after extracting samples of muscle tissue from each fish to avoid contamination among samples.

7.- Of the 100 specimens collected, two sets shall be made and sent to:

· 50 frozen specimens (the first 50) to UABDN, Aberdeen (U.K), ensuring that they mantain the frozen condition throughout transit. 

· 50 frozen specimens (from no. 51- to no. 100) to IPIMAR, Lisbon, Portugal ensuring that they mantain the frozen condition throughout transit.

WORK TO CARRY OUT IN SPECIFIC LABORATORIES:
At UABDN, Aberdeen (U.K.):

8.- Photographs are to be taken of the whole fish following a standard procedure and sent to IPIMAR, Lisbon, Portugal (participant 02) via electronic format or on paper. 

9.- Additional biological information is to be collected from each individual fish: Length, sex, state of maturity, ungutted weight. This information is to be recorded on the form of biological sampling (Annex II), following the standard procedure (Annex I).

10.- A sample of frozen liver is to be taken and placed in an Eppendorf test tube. Test tubes are to be sent in frozen conditions to participant 04: DISA UNITUS, Viterbo, Italy.

11.- Study of parasites - collection and storage. Frozen nematode parasites are to be sent to participante 04, for identification through genetic analysis.

12.- The gonads are to be removed and sent to participant  09. FFCUL, Lisbon, Portugal.

13.- Otoliths are to be extracted  (se Annex I) and placed in 70º alcohol in duely labelled test tubes and sent to participant 10: BFA Fi, Hamburg, Germany.  

At IPIMAR, Lisbon (Portugal):

14.- Work on morphometric analysis of horse mackerel is to be carried out using photographs sent from Aberdeen. More specimens can be analyzed beyond the 50 the laboratory receives.

15.- The frozen gonads are to be removed from the sample of the 50 specimens IPIMAR receives, to be sent to participant 09 FFCUL, Lisbon, Portugal, for reproductive studies. 

16.- Additional biological information is to be collected from each individual fish: Length, sex, state of maturity, ungutted weight. This information is to be recorded on the form of biological sampling (Annex II), following the standard procedure (Annex I).

17.- Otoliths are to be extracted  (se Annex I) from the 50 specimens and placed in 70º alcohol in duely labelled test tubes and  sent to participant 01: IEO, Santander, Spain.

At BFA Fi, Hamburg, Germany:

18.- Otolith shape analysis is to be performed and later sent to participant 01: IEO, Santander, Spain, for age determination and growth studies.

At IEO, Santander, Spain:

19.- The otoliths of all specimens analyzed are  to be received and age is to be determined by otolith reading for each specimen. This information is to be introduced on the form of biological sampling (Annex II) and growth studies are to be carried out.

At IMR (Bergen, Norway); UVIGO (Vigo, Spain); DISA-UNITUS (Viterbo, Italy); IMBC (Crete, Greece):

20.- DNA is to be extracted from samples (see protocols, Annex III) and redistributed among the laboratories involved in genetic analysis.

Creation of a web page.

      It was agreed that a web page be created to include all the activities of the entire project as a highly useful tool for both the development of the project and for the release of results. Construction of this page shall begin in the first year, with information being of primary importance to begin with as well as the internal access of data rather than design. The development of the page shall be carried out by all members involved in the project, with the coordinator taking the initiative.

Dissemination of results. Authorship of articles.

One of the main aims of the project is that of publishing the results obtained in reviews of outstanding international prestige. This is synonimous with the success of the project on making a quality, interesting and original contribution to the scientific community and, as a consequence, to society as a whole.

One of the factors that usually has a negative effect on the development of a project is the problems arising from authorship of articles produced. It therefore be a good idea to clarify things from the beginning through an agreed norm on this matter. Firstly, the article must be sustained by those who produce it. As a general rule, it was agreed that authorship of an article, dealing with a technique or approximation developed in the course of the project, should be identified by the parts integrating that “workpackage”. This is not an impediment for any other participant in the project, particularly in another area, or another scientist independent of it, signs the paper if he/she has participated actively in it. 

A compromise has also been reached to produce a joint article in which all the participants in the project,  may sign.

In the Technical Annex there is a list of scientific articles expected to come out of the project. The expected number was initially 17 publications, which was, to tell the truth, rather hopeful. A more realistic analysis came up with the following conclusions:

 The supply of articles should be substantial and publications must not be considered with the sole aim of quantity. Many correctly written articles can be produced from a scientific point of view, but with a weak contribution to the scientific community, either due to the limitation of the data analyzed or the more diffuse expression of a result with a possibly greater impact.  

Following this philosophy, the initial expectation has been revised and the following minimum numbers of publications have been agreed:

WP
Nº publ.
Description
Journals

1




2
2
· Genetic markers obtained with each technique. Application for stock identification. 

· Comparison and pooling of the different techniques applied, about the estimation of gene flow and genetic divergence....
Molecular ecology

Canadian Journal of Fisheries and Aquatic Sciences.

Journal of Fish Biology. 

Marine Ecology Progress Series.

ICES Journal of Marine Science,

Sarsia....

3
2
· Description of horse mackerel parasitofauna

· Applying parasite tags for stock identification


Journal of Fish Biology. 

ICES Journal of Marine Science.

International Journal for Parasitology. Ophelia, Journal of Natural History.....

4
2
· Analysis of body morphometry to identify horse mackerel stocks

· Analysis of otolith shape to identify horse mackerel stocks
ICES Journal of Marine Science.

Journal of Fish Biology

Fisheries Research....

5
1
· Viability of physical tagging and preliminary results
Fisheries Research

Journal of Applied Ichthiology.....

6
2
· Estimation of growth and reproductive parameters by area. Description and comparison.

· Identifying characteristic productive areas or stocks by growth, reproduction and distributional aspects
ICES Journal of Marine Science

Journal of Fish Biology

Fisheries Research

Aquatic Living Resources...

7
1
· Combining the results from  different methods for stock identification.
ICES Journal of Marine Science

Canadian Journal of Fisheries and Aquatic Sciences

TOTAL
10









