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“New techniques for diagnosis of diatom Chaetoceros and Rhizosolenia”

19-30 May 2014: Techniques for isolation of single cells, establishing and
culturing species, and DNA extraction methods

- 19-21 May 2014: Single cell isolations for establishing cultures of type species of

diatoms from Thailand, maintained in L1-medium (Guillard&Hargraves, 1993) at a

salinity of 31 and a temperature of 22-26°C

- 22-23 May 2014: Learn further techniques for isolation of single diatom cells from
field samples. Discussion about different culturing techniques.

- 26-27 May 2014:Harvesting and concentrating cellular material from the cultures,

to a frozen and stored for DNA analyses. This is to be continued during the
following weeks.

- 28-30 May 2014: Learn more about DNA extraction methods and precipitation of

DNAusing different methods

1-30 June 2014: Cleaning DNA, method for PCR-product

- 2-6 June 2014: Learn more techniques for cleaning DNA and PCR amplification of
selected genes. Meeting for discussions about selection of genes for different

purposes, problems with techniques and culturing

- 9-13 June 2014: Learning and practicing methods for single cell PCR amplification
of diatoms from field samples. Sequencing of PCR products. Start analyzing data
and writing paper

- 16-20 June 2014: Further morphological and molecular studies on established

cultures and single cells from field samples. Discussions about different types of

phylogenetic analyses, and their advantages and drawbacks



- 23-27 June 2014: Continued discussion and practising of phylogenetic analyses.

Discuss data and potential problems. Searching useful references from the Royal
Library of Copenhagen
- 30 June 2014: Finalizing reference search from the Royal Library of Copenhagen

and the Botanical Library

1-8 July 2014: Try to get all result for write the paper for publication
- 1-4 July 2014: Continued analyses and writing of paper
- 7 July 2014: Discussion of data and other results for publication and plans for the
future
- 8 July 2014: Gathering and checking data for continued work in Thailand
DNA extraction

Equipment

—_

Ice tray
2x CTAB, Chloroform, Isoamyl alcohol, 96% & 70%EtOH

3M sodium acetate (NaAc)

Temp’s centrifuge (in hood)
Oven (60-65 OC), Vortex machine
Small centrifuge machine
Pipette (200P and 1000P) and tip

1.5 ml micro-tubes = no.sample x 3
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Parafilm, beaker and erlenmeyer flask 20 ml

Method

1. Keep CTAB (from refrigerator) in 60° C oven until disappear small white ball but from
the table it already!



2. Centrifuge samples (small centrifuge) few min and throw away all water from
samples and keep

tubes in rack on ice tray.

3. Run no. of samples on 1.5 ml micro-tubes (1).

4. Add 500 pl CTAB in all 3. add oven 10 min if want add iron ball for break chain add

here 2 min

5. Add few samples in 4. (be carefull same name on each tube) and vortex

6. Keepin 60 °C oven and vortex every 10 min in 1 hr.(about 5-6 time)

7. Make 2 set 1.5 ml micro-tubes code set (no.2) and real name set (no.3)




Rinse with Chloroform

1. Make 960 pl Chloroform + 40 pl isoamyl alcohol (Isopentyl ethanol) for all samples

(calculate 24 Chloroform : Isoamyl alcohol see in table 1)
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2. Add 500 pl 24:1 of Chloroform:lsoamylalcohol to every tubes and turn tubes
3. Centrifuge 10,000 G 10 min Temp. 4 °c (centrifuge in hood)

Clean iron ball; add 0.4M HCl 20 min

and add 96% EtOH and leave in oven

4. Take suppernatant (upper layer) to new micro-tube no.2 (P1000 and P200)
5. Add 500 pl 24:1 of Chloroform:lsoamylalcohol to every tubes and turn tubes



6. Centrifuge 10,000 G 10 min Temp. 4 °C (centrifuge in hood)

7. Take suppernatant to new micro-tube no.3

Precipitation of DNA (EtOH in refrigerator)

1. Add 1,000 pl 96% EtOH and Add 50ul L 3M Sodium acetate (NaAc) and shake

2. Centrifuge 10 min at 20.000G 4 “C

3. Remove carefully liquid without disturbing pellet (P1000)

4. Add 500 pl 70% EtOH, wash gently and centifuge 10 min at 20.000G

5. Remove carefully liquid without disturbing pellet (P1000) and centrifuge 10 min at
20,000G

6. Remove remaining liquid (P200)

7. Dry inrack at 60 °Cin oven (few minutes ONLY!) add 31 ul MQ-water (distill water)

and close with parafilm and leave at 30 °C until next day.

Be carefull:

1. Keep DNA samples on ice tray all time.

2. Chloroform is carcinogen reagent please make in hood only.
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