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ddRADseq
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o e QUANTIFICATION

— Qubit™
| Fluorometer
High Sensitivity Assay

ﬁ

Follow DNA

extraction protocol

S

STANDARDIZATION

300 ng DNA

cccoocooos < \7 ¢ DNA
, MWHHTT\T — V¥
in 17 pL VVVYVYVVY “——_ +
/ mQ® H,O
-

-' From this step onward, briefly centrifuge tube strips before opening
&) DOUBLE DIGEST

MASTERMIX " Per | X 5
Cu’rsmar’r Buffer : 2 ulL
- Msel b 0.5 pL
: ' EcoRI 0.5 L 37°C —— 3 hours
___________________________ ' , . 4° C —— Hold {0}
Prepare 130 % of the required volume®* J/
- Use tube strips, not plates* ~

=Tt

-7 ¥
WUV 2

U'f (17 pL + 3 pL)

@) CLEAN-UP |

Process samples in two tube strips

to ensure consistent timing across samples

E___J o Transfer beads to a 2 mL tube and store
/u\ \ at 5°C until use

e Add 32 uL of beads per sample
v/

(1.6 x volumen sample.

1.6 x 20 pL = 32 ul of beads)

Place on magnetic plate for 2 min e AMPure XP

o A AT AT A

| VU VU UUVUUUVUUVU

\u.

I cScs=s=s===-= :—_-_\ /o Transfer the entire volumen of each sample to the plate

Use the second stop of the pipette to recover full volume

Ju VAVAVAVAVAVEVAVEVEVAS L

|
Incubate for 5 min at room temperature e
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—‘:*o While on the the magnetic plate, discard the supernatant

’ ? using a multichannel pipette | \
1

g "OO Avoid disturbing the bead pellet P 7= While on the the magnetic plate, add 200 pL of ethanol 70%
L B()() - 1 a and incubate for 30 s

] ' Repeat twice:
~ - -; \ / 200 plL ethanol + 30” + remove ethanol

~ e y _+ 200 pL ethanol + 30” + remove ethanol

| T TN + additionally, remove ethanol

EEEEEEEEEEE :\" REA A A A A A A A A A AA |
SESSSSSS3833 )

\ - EEEEEEEEEEEES. ETHANOL

] {::::::::::::\
l

Remove from magnetic plate and air-dry o

‘o Add 40 pL of mQ®H,O per well using monocanal pipette for 3 min until ethanol evaporates
1 1Rt=.-l:)5u5pt=.-lr|1d by pipetting and gently scraping the - —
| tube walls < e
,’; P .:. LT TR AU T T R T A {
- = e ..»;;'37/ (= J
/,\
.:. LT R T T S A R AT ._ &/
| 40 4L
@ Place on magnetic plate for 1 min.
- - \ \:\"\
.: : ‘ =
° | Transfer eluate to new tube strip

[ ' while on the magnetic plate

STANDARDIZATION

DNA concentration:

Lowest value obtained from Qubit
(never below 2 ng/pL)

Final volume: 33 pL

Complete excel sheet

eLIGATION BARCODES

Ad 1 E Rl - P1
( . F()Woerrkinch?ﬂuﬁon) )

——— MASTERMIX Per X
L ulioly - sample samples
. Ligase Buffer (10x): 4 pL
. Adapter Msel - P2 | 1 pul
' Working solution |
. Ligase . 1l
- Prepare 120 % of the required volume*
- Use tube strips, not plates*
1 pL
6 pL
For adapter preparation | | | c o .
23°C —» 2h
(EcoRI-P1 barcodes and Msel-P2) 40 pL | . ours
e 65°C — 10 min
see Appendix 1 and 2 [EeH Oh o e U] . 63°C —— 1:30 min
B Decrease 2°C every 1:30 min until 23°C {i.e. 21 cycles in total)
. 10°C ——— Hold ()
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o POOL samples
Combine all tube strips (1920 pL total) into a single 2 mL tube

(Use two tubes if library > 48 samples)

1 — ﬁ Aliquot pooled library
x 1920 pL U & xﬁ & & & 384 ulL
ne Samples (48) \/ =i =1 =l = | ;

— 5 aliquots

Max. 400 pL per aliquot*

e Add 1.6x volume of beads (614.4 pL per aliquot?*)
1.6 x 384 pL (aliquot) = 614.4 pL of beads e Place aliquots in a rack without the magnet

|

AMPure XP

Mix thoroughly by pipetting

e Place on magnetic rack for 2 min

o Keep on the magnetic rack and discard
the supernatant without disturbing the bead pellet

—
Remove from magnetic rack and air-dry While on the magnetic rack, add 200 pL of ethanol 70%
for 5 min until ethanol evaporates and incubate for 30 s
Repeat twice:
\ 200 plL ethanol + 30” + remove ethanol
l.ggf‘“w + 200 pL ethanol + 30” + remove ethanol

+ aditionally, remove ethanol

‘_—_
ETHANOL
o Add 40 pL of mQ®H,O per aliquot
Resuspend bead pellet by pipetting up and down
s —
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