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Concentration:__2S& s it '
Amount/ Volume used for preparing Library :__ 3 Wzr/ AN G A

Shear the DNA
Insert Size - Shearing Method Hydroshear Speed Code/ Covaris $2 Protocol
) ‘{_{ 4{ Stankoyl - Aszembfy
L.s s yarosheer Sc K, Sepeles, ISDpr_
1. If you are using the Covaris™ $2 System:
Component Volume (uL) Sample P
99% Glycerol 100 i
10 o 20 g DNA X e
Nuclease-free water Up to 500 pd
Totai 500 . rd
2. If using the HydroShear® —Smne BWA  does wot aadf § hearecd_ CC«) ramon fes s fre
| yeroshea )
Component Tube 1 Tube 2 '
DNA (ug) s /5
DNA (L) 59 59
Nuclease Free Water (uL) 66 &6
Total Ty . 1L

Purify the sheared DNA using the QIAquick Gel Extraction Kit (QIAquick spin columns have a 10-ug capacity) 2
This ckean @ remaves Unshesre L Genowie Bwoa

Component Volume {pl.} Product Lot. N*
Sample . Kit
Buffer QG (3X) ' Nt Buffer QG
Isopropanol (1X) N Buffer PE
Final Sample il Buffer EB
Per Column v ' Column
Volume per column { fimes) e .
Elution
~Nanodrop: ng/ul. — x HL= ng {total yield) Lg (total yield)

—~Tws s\lbp Yenoves Unshef\mot ONA (Gepont < Pﬂ\)«k),fm Yo ,lgw,,a—w.‘&lc .mg,,l%x'”.
awn Repair the DNA Ends ““*%Mts W Yt ot sty

Components Volume (L) | Sample Lot. N
Sheared DNA X 217 -
10X End-It Buffer 30 40 EES-5 100/
End-lt ATP (10 mM) 30 40 e8¢ Floy
End-it dNTPs (2.5 mM) | 30 40 EvS-Ctlogf
- .. J End-It Enzyme Mix 10 /2. £95- 81004
“"1 Nuclease-free water Variable &7 052 (%0
. Total 300 %00 =

' 1 Incubate the mixture at room temperature for 30 minutes.
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Sample ID: 2< Data:
“rify the DNA using the QlAquick Gel Extraction Kit,
Component Volume (L) Product Lot. N°
Sample o0 Kit
Buffer QG (3X) 20 Buffer QG
Isopropanol (1X) &eoo Buffer PE
Final Sample 2006 Buffer EB
Per Column 3 Column
Volume percolumn (4 times) beL
Elution 2x30 - 60«3 180
Nanodrop;__83.75  ngiut -x__ B0 uL=_AS 077 ng (total yield) 7S Hg (total yield)

Methylation of the Genomic EcoP15l Sites

pou~— 4 3
Component -| Volume (ul) | Sampie Lot. N’ lspv — f 57“‘3
Sheared, end-repaired DNA X 18© -
10X NEBuffer 3 25 25 20801 oo — 4R
100X BSA 25 2.5 0207 fspv — 7

5 EcoP15] Enzyme (10 U/uL) X /s 0030901 : PO

S-adenosylmethionine (32 mM) | 3 3 p7¢o9ay
Nuclease-free water Variable 7.5 0503 130
Total 250 25D ~

locubate the methylation reaction mixture at 37 °C for 2 hours or overnight

weote: Use a final concentration of at least 360 uM S-adenos
repaired DNA. Adjust the final volume to 250 pL with nuclease
201025 ug of DNA derived from 30 pg of starting input DNA. |
reaction composition (based on the amount of enzyme neede

least 10 times the enzyme volume.

ower ms At (3:30 vy

Purify the methylated DNA using the QlAquick Gel Extraction Kit. — ‘?/ 29 / T

ylmethionine and 10 U of EcoP15| enzyme per 1 ug of end-
-free water. The above reaction is set up for approximately
f the amount of starting input material is >30 Jg, the

d) must be modified. Typically the final reaction volume is af

Component Volume {uL) Product Lot. N*
Sample 48 Kit

Buffer QG (3X) 25D -Buffer QG
isopropanol {1X) i Buffer PE

Final Sample jest Buffer EB

Per Column . A L2858 Column

Volume percolumn (| times) £25

Elution 2x3a= 6%¥x2 128

Nanodrop;_ 97.0/_ ngmlL-x_[28  ul=_f2,417 28 ng (total yield) __ 4%  ug (total yield)

n £&l, 05y '44;%, Metly fstim - vsed = 5600
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Sample ID: % pater_929/04

ation of the EcoP15! CAP Adaptors to the Mathylated DNA

Calculate how many pmoles of EcoP 151 CAP adaptors (ds) are needed, first calculate the picomolesi_of the insert DNA
based on its size as follows: Farsetzcl Mnuffiple stzes ) sutt dsel 2 "Bits o calenlctions .

(1pg DNA) X (10° pg) X (1pmob X (1 3= 0.6} pmolesiug DNA
g 660pg 2519 insert size in bp

{ 12. i #ug DNA used) * (9-61 pmoles/ug DNA) = 7.824 pmoles DNA in sample
# 7.52 pmoles DNA in sample) * (100) = 252 # pmoles EcoP15] CAP adaptors needed
(#_282__pmoles adaptors needed) / (50 pmoles/uL EcoP 15t CAP adaptors reagent) = AS~ _# ul EcoP151 CAP adaptor

Component Volume {uL) | Sample Lot. N
EcoP15] CAP Adaptor (ds) (50 pmole/ul) | X 15, 8503 006
2X NEB Quick Ligase buffer 150 .~ /50, pojsiz
NEB Quick Ligase 7.8 7.8 . (o906
DNA , Y 123 -
Nuclease-free water Variable V.2 Mo 330

Total 300 350 -
Incubate at room temperature for 10 minufes. .

Note: If a larger reaction volume is required to incorporate all of the methylated DNA, scale up the Quick Ligase and
Quick Ligase buffer. Add 1 pL of Quick Ligase per 40 pL of reaction volume. Add 1 pL of 2X NEB Quick Ligase buffer per
2 uL of reaction volume.

Purify the DNA using the QlAquick Gel Extraction Kit.

Component Volume {ul) Product Lot. N°
Sample >0 Kit

Buffer QG (3X) GeQ Buffer QG
Isopropancl (1X) 300 Buffer PE

Final Sampie /5t Buffer EB

Per Column___&_ ST Column

Volume percolumn{ ¢ tlimes) 750

Elution J2#d% - G¥f-we- /2

Uz'f ‘9‘; ;0\.’2 = 609‘/

Nanodrop,__¥* ]’4 ngiul.—x__JZ pi= ng (total yield) ug (total yield)
Size Selection of DNA with a 0.8-1% Agarose Gel

Desired Insert Size | Percentage of Agarose Gel Needed | Sample
600 bp to 3000 bp 10%
—>[ 3kbto 6 kb 0.8% —

0.48q - buml 4 e (1) Ixime

bop Somphe — Gut lox (wzc? dre - L6 A

g el - Syl tox = Sayd (a8 o plwedl) 5 l?&f}ﬁf‘“ in 2wells

Wb~ fpb 40 B2yl 0% s Loyuf = 2. 1320/ plwel/
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. Sample ID;

29

Date: 2/ /1

~Tite the DNA from the agarose with the QiAquick Gel Extraction kit

- Place each gel portion into a 15-mL cenical polypropylene tube that is large enough to hold 3 times the volume of
the gel. if the gel piece is large, slice it up before placing it into the tube.

- Tare the balance with an empty tube of the same kind (

327

"9#{9‘3 'P"(Ja’.%ee& ofher )[Taaemgﬂ% spes -c«éfoh- o e é’z&‘r_—

mg) 3-Y K& Gef ot

Component Volume (pl)} Product Lot. N
Sample 327 Kit vz 78 rs77
Buffer QG (3X) i Buffer QG | k2 vfosy/
| Isopropanol {(1X} 327 Buffer PE | Y2yf2853
Final Sample 1835 Buffer EB | ¥2v82322
Per Column__{ 1635 Column 130:84 (3%
Volume percolumn (£ times) sV
Elution Jx 32 LY

Note: Don't forget to wash with extra 500 p! of buffer QG after loading the column with the sample
Nanodrop: 2370 ng/uL - X W ul=_ 13783  ng(totalyield) 4, ¥ - ug (total yield)

Circularize the DNA

Y2 frrama
245 wf

Using Table 2-2 below, determine the concentration of DNA needed to achieve intramolecular ligation of 95% of the
sample based on the insert size of your library. :

Yz eve
28, ¢ wf

Table 2-2 Final concentration of DNA required for obtaining maximum circularization efficiency.

Insert Size Final Concentration of DNA for Product Lot. N°®
Circularization
. 2X NEB Quick

500 to 700 bp 4,3 ng/pL. Hcate Buifo, 00 08’ /2.

700 to 1000 bp 3.75 nghuk internal Adapter {50 3oL
-t 1102 kb 2.74 ng/pL - NEB Quick Ligase 025040 &
21 2to3kb 2.1 ngful :
5] 3to4kb 1.8 ng/ul
i 4t05kb 1.8 ng/ul

5106 kb 1.4 ng/ul

Based on the desired insert size, use the following table to prepare a 95% circularization reaction for every 1 ug of library.

When using more than 1 ug of DNA for circularization, modify the reaction appropriately. For higher circuiarization

efficiency, it is important to increase the amount of Quick Ligase enzyme in proportion to the volume (that is, 1 uL enzyme

. per 40 yL reaction volume): 5%_/527 659 7
®

"("Iévz 6 Z’l? @

Components ' 500to700bp | 700t01000bp | 1to2kb | 2to3 kb | 3todkb [ 4to5kb | 5to Bkh | Sample
1ug 11g * g T 1 1
DNA 11g 0wl " gamd, gﬂ.ﬁ 07|
2X NEB Guick Ligase Buffer 117.5 pk 1356 UL 182.5 .~ 250 yL < | 280 pL - | 3125k [ 360 pL
Internal adaptor (ds) (2pmoles/ L) | 3.75 ul 2.84 ul 16uL /| 08pl ~[085pL - 105 ~7 [ 04k
NEB Quick Ligase 6 b 6.75 pl 9L ol 125pL, [ 14ul ~ | 1664 /118 L
) . . Variable | Variable | Variable Variab| Variable
Nuclease-Free water Variable Variable vz v,,’ 1 20760 235§ 3// 76 }e 7 A
Total 235 pl 270 pl. 365 Uk o0 pL? | 560 ub 625 L 720 uL

" ¢e: Determine the quantity of nuclease-free water needed. Add the water to the sample, and then add the remaining
_reagents in order. Thoroughly mix afl the components and finally add the enzyme to the reaction.

Incubate at room temperature for 10 minutes.

e
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