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Genotyping at GSL

Thanks for choosing GSL to genotype your rice samples. Please read carefully this
manual that will help you with the process.

In order to assure that your samples will be processed successfully, you need to
complete the following steps and requirements:

1.- Fill out a SNP Genotyping Request Form

Send completed form by email

2 .-Process Payment

External Clients: Email Bank transfer
details

3.-Prepare Samples

Request Phytosanitary Certificate at National Quarantine Office

A 4

IRRI clients: email PR number

4.- Submit Samples

Email the Tracking number and a Scan of the airway bill



1.) Fill out completely the 2016 SNP Genotyping form: You can download the 2016
form from our website (gsl.irri.org) or we can email it to you. (Note: We do not process samples
with incomplete forms)

a) For IRRI clients, fill out a SNP Genotyping Request form for IRRI clients.

b) For External Clients from other CGIAR centers, non-profit organizations, and
universities, fill out a SNP Genotyping Request form for External non-profit client form.

c) For External Clients from private companies, fill out a SNP Genotyping Request form for
Commercial clients.

Send the filled form to gsl@irri.org.

2.) Process Payment: Payment is due 30 days from the invoice date. All our prices are in US

dollars. Prices are subject to change without prior notice, please contact us regarding this.

IRRI clients: Process payment through OCS. Contact us if you need any assistance.

External clients: After you have submitted the forms, a service invoice will be sent to
you.

Payment at the IRRI cashier: You will need to present the invoice. The cashier accepts
Philippine Pesos and US dollars. If you plan to pay in Philippine Pesos please contact us
for the IRRI exchange rate.

Payment by Bank Transfer: The invoice has all the bank details needed for this
transaction. (Note: For international bank transfer there is an additional surcharge of

$35)
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3.) Prepare your samples: After the payment has been received, a GSL request code* will
be sent to you via email. This will serve as a confirmation that your request has been approved
and payment has been accepted. (*Take note of this code since you have to write in on your
sample plate).

At GSL we accept DNA samples or Leaf tissue.

You need to request a Phytosanitary Certificate for your DNA or Leaf Tissue samples at the
Quarantine Office of your Country. Samples th
accepted by the Plant Quarantine Service in Philippines.

Sample directions vary depending on the sample type and platform to be used. Please read
carefully the information below to avoid any delay on your request:

DNA SAMPLES FOR SNP GENOTYPING

For optimum results, we recommend the use of Modified CTAB Method for DNA
Extraction with RNAse treatment. You can download this protocol at our webpage or we
can send it to by email.

1 Check quality of DNA samples on 0.8-1% agarose gel. Bands should be clear. Lanes
with white smear indicates presence of RNA in the samples. Attach the picture of

the gel on the form.

DNA quality check on 1% agarose gel.
f Quantify DNA using NanoDrop Reader or any other spectrophotometer.

 Pure DNA should have 260/280 nm ratio of approximately 1.8-2.0 and a 260/230
ratio of >1.5.

{ Standardize DNA concentration to 50-100 ng/ul by diluting it with sterile
Nanopure/Mili-Q water or TE buffer.

f We require at least 30puL of DNA at 50-100 ng/uL in a 96-well plate. We accept any
96 PCR compatible plates. We strongly advice the use of Polypropylene plates due to
their compatibility with thermal sealing, sturdiness and storage purposes.

1 Label the plate using this format:

[Fad blFYSypypttlradS b

Q)¢

D{[ Q& wSljdSad /2RSyY { SYRSND



1 In the plate, dispense samples column-wise. Remember that the maximum number
of samples per plate is 94 plus 2 empty spaces for blanks.

1 Ensure that you are following the Plate layout sent to us on the GSL SNP Genotyping
Request form.

9 Lyophilized DNA is also acceptable, but we would prefer to have DNA suspended
in TE.

9 Seal the plate securely: The use of sticky seals is not sufficient to seal the plate; we
recommend the use of a thermal sealer. The use of Cap Mat sealing is a suitable
alternative if heat sealing is not available.

9 Itis essential to maintain a stock of the same DNA samples in your lab if needed.
By default, after 3 months, we will dispose of excess DNA once the data has been
released, unless arrangements are made to pick up your remaining samples.

9 Place the plate between two cardboard pads and wrap a tape around making
the two pads sandwich the plate tightly. This is to ensure that the seal will
remain intact.

9 Place the plate inside a clean zip lock bag and secure it with rubber bands or tape
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1 Place the packaged plate inside a bubble wrap and place it inside a mail parcel.

1 Attach the PHYTOSANITARY CERTIFICATE to your package.

Advice! Dry ice:

The shipping of your plates on dry ice decreases the chance of leaking as the samples
should remain frozen.

FOR LYOPHILIZED DNA

We accept DNA pellet contained in a 1.5ml eppendorf tube. Please indicate the volume the
pellets should be re-suspended to achieve the required 50ng/ul concentration.

9 Ensure you have sent the list of samples on the GSL SNP Genotyping Request form.
Check each tube is labeled correctly using the following format:

Initials of Requestor/ Sample Number

9 The sample list should contain the sample ID with the corresponding tube label.
9 Place parafilm on the rim of the tube to secure the tubes.


http://gsl.irri.org/

9 Place the tube on a cryobox and put cardboard pads on top to keep the tube in place

I Put the cover of the cryobox and wrap the two sides with tape.

9 Place the packaged box inside a bubble wrap plate inside a clean zip lock bag and
secure it with rubber bands or tape.

9 Attach the PHYTOSANITARY CERTIFICATE to your package.



LEAF SAMPLES FOR DNA EXTRACTION (YOUNG LEAF OR LYOPHILIZED
TISSUE)

Collect young leaf samples without necrotic lesions, preferably 21-30 days old.
9 Place 1 inch of leaf sample folded in half in each well of a 96-well, ImL round well

plate (preferably Greiner Cat#2210-10). A maximum of 94 samples can be placed
in a single plate. There should be 2 blanks positioned randomly on each plate.

9 Ensure that you are following the Plate layout sent to us on the GSL SNP Genotyping
Request form.

9 Cover using individual 8-strip caps (Qiagen collection microtube caps, p/n 19566) and
lyophilize thoroughly.

9 Label Plate following the format:

D{[ Q& wSljdzSad /2RSy {SYRSNRa [Fad bl

preparation
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T Include in the package a signed copy of the plate layout. Note that the same plate
layout should also be included in the GSL Request Form sent via email.

9 Place the plate between two cardboard pads and wrap a tape around making the two
pads sandwich the plate tightly. This is to ensure that the seal will remain intact.

9 Itis suggested to put silica desiccant packs inside the package to prevent moisture
accumulation.



1 Place the plate inside a clean zip lock bag and secure it with rubber bands or tape.
9 Place the packaged plate inside a bubble wrap and place it inside a mail parcel.

9 Attach the PHYTOSANITARY CERTIFICATE to your package.

Once the samples arrived, the Local Plant Quarantine Service will inspect the samples.
| RRI " s Seed checkiidbctuntentsifonthete samiplek dre complete.

Notes:
9 Samples shall be discarded 3 months after data release
9 Samples shall not be processed unless complete information is provided in the Request

Form and payment is complete.

Average turn-around time is 6-8 weeks upon requirement completion.



4.) Submit samples: Be aware of the number of samples accepted for each

service:

Sampling and DNA extraction
9 We accept samples equal or multiples of 94.
SNP genotyping by Infinium 6k SNP chip
1 Sets of 23 and multiples of 47 will be accepted.
SNP genotyping by Fluidigm 24 SNPs set:

1 Samples to be submitted should be equal to or multiples of 188.
1 Samples should be submitted in 96-well plates (94 samples per plate)

SNP genotyping by Fluidigm 96 SNPs set:

I Samples should be equal to or multiples of 94 placed in 96-well plates.
Send your package to

Genotyping Services Laboratory

c/o Seed Health Unit

International Rice Research Institute
College Los Bafios Laguna Philippines 4031

Note: Pleaseconsider that we prefer to work with DHL to avoid transportation problems
here in Philippines.

Provide the GSL staff with théracking number and ascan of the airway bill if possible, to
help us process through Philippines customs.

Our goal is to provide high quality results in the shortest possible time. We can only start

processing your samples when the complete forms, samples and payment information have

been received. A confirmation of your samples and the status of the SNP run will be sent

through the e-mail given in the filled out form. To discuss the turn-around time after submitting

samples, please contact us.
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Modified CTAB Method for DNA Extraction (SNP Genotyping)

Grind young leaf tissues. Place aboutrb@round tissues into 2mlcrotubes.

Add 750 ml of 2x CTAB buffer and 5@0f 20% SDS. Mix thoroughly. Incubate
at 65°C for 30 minutes to 1 hour. Agitate every 15 minutes to homogenize buffer
with ground tissues.

Cool briefly and add 800m chloroforrasoamyl alcohol (24). Mix thoroughly.

Spin at 10,000 rpm for 15 minutes.

Carefully transfer the aqueous phase (top phase) into a new 1.5 ml tubes.

. Add 800 m isopropanol, mix thoroughly and incubate2ficC for 30 minutes or

overnight.
Spin at 10,000 rpm for @ minutes. Decant isopanol and wash pellet with

500m 70% ethanol, spin for 5 minutes, and then drain dry.
Dissolve pellet in 1001 TE + 1ul RNAS&®RNASE 10mg/ml) and incubate apG7
for 30 minutes.

(Optional)

7.

8.
9.

Add 10nm 3M NaOAcand 200ul absolute ethanol. Mix and precipitate for 3 hours
or overnight.

Centrifuge at 10,000 rpm for 10 minutes and decant supernatant.

Add 200 ni of 70% Ethanol and spin for 10,000 rpm for 5 minutes. Decant
supernatant and dry pellets.

10. Add 50 ml TE andnix until the pellet is dissolved.

REAGENTS

2X CTAB (1liter)
20g CTAB dissolve in 860ml sterile ddH20
Add: 81.82g NaCl

100 ml 1M Tris pH8.0
40 ml 0.5M EDTA pH 8.1
Autoclave and store at room temp

20% Sodium DodecyBulfate (SDS)
Dissolve 20 g SDS in 100ml of sterile nanopure H20.
Do not autoclave.

3M Sodium Acetate
Dissolve 123.1g NaOAc in 400ml of dsH20.
Adjust the pH to 6.0 and volume up to 500ml

TE Buffer (250 ml)

1M Tris (pH 8.0) 2.5 ml

0.5 M EDTA (pH 8.0) 0.5 ml
Sterile nanopure water 247 ml






