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i /z({/} FITNEES RSSAYS ON_£voLyeD LLoNES
C ST Average SteDev B
e Sample Replicate Nonsterile Sterile
BY-Anc Clone 1 1 -1.4% 0.3%
BY-Anc Clone 7 2 -0.8% 0.8%
8Y-Anc Clone 6 3 -0.7% 0.7% v 72‘ J
av-Anc Clone & a2 -0s% 0.8% 7"‘“‘" Llcadad ((') laeAren 4_
BY-Anc Cione 3 5 0.5% 0.8%

— 8Y-Anc Clone 2 6 12% 0.2% M 4 é é 4 74'.'
BY-Anc Clone 5 7 17% 1.1% = r / < s Wﬂ J -
RM-Anc Clone 1 7 ~0.8% 0.6%

RM-Anc Clone 5 8 -0.3% 0.4% :

RM-Anc Clone 2 9 -0.2% 0.3% ‘ 2 % 4
RM-Anc Clone 3 10 0.0% 0.1% “ﬂéw Soeme oA, A
RM-Anc Clone 4 1 0.9% 0.5% / z}

BYS1-AD9-1000  Clone 2 1 85% 17% A'

BYS51-A03-1000 Clone 1 12 4.5% 0.8% o ) s y

BYS1-AD9-1000  Clone 7 13 5.0% 0.8%

BYS1-A09-1000  Clone 4 18 5.4% 0.3%

BYS1-A03-1000  Clone S 15 5.5% 03%

BYS1-AD9-1000  Clone3 16 63% 1.0% 0 /—Zg o( 5 A'f (* ) ~m ‘(,‘ _‘.4 r #‘ W
BYS1-AD3-1000 _ Clone 6 17 63%% 0.8%

BYS1-D08-1000  Clone 2 17 3.2% 1.7% A SoA 1‘ ﬁ 6

BYS1-D08-1600  Clone S 18 35%(‘ 0.2% 5 ? f (o Ll k Corogr
8Y51-D02-1000  Clone 4 19 43% 1.7%

8Y51-D08-1000  Clone 7 20 55% 0.7%

BYS1-D0B-1000  Clone & 21 5.7% 1.1%

BYS1-D08-1000  Clone 1 22 7.2% =g 03%

BYS1-D08-1000  Clone 3 23 7.4% 0.9%

BYS2-E01-665 Clone 4 3 7.8% 0.8%

BYS2-E01-665 Clone 1 24 7.9%% 0.2%

BYS2-E01-665 Clone 6 25 8.1% 0.5%

BY52-E01-665 Clone 2 26 8.4% 11%

BYS2-ED1-665 Clone 5 27 9.1% 0.5%

B8Y52-E01-665 Clene 3 28 10.0% 03%

B8Y52-E01-665 Clone 7 29 11.4% 1.4%

BYS1-A08-545 Clone 3 25 117% 1.4%

8Y51-A08-545 Clone 6 30 4.6% 0.5%

BY51-A08-545 Clone 7 31 4.8% 0.8%

BYS1-A08-545  Clone 2 32 38% 0.7%

BYS1-A08-545 Clong 1 33 5.1% el 0.3%

BYS1-A08-545 Clone 5 34 5.3% 0:5%

BYS1-AD8-545 Clone 4 35 5.9% 0.6%

BYS1-E03-745 Clane 7 35 1.6% 0.7%

BYS1-E03-745 Clone 5 36 1.8% 0.4%

BYS1-E03-745 Clone 1 37 3.2% 05%

BYS1-E03-745 Clone 6 38. 32% 15%

BYS1-E03-745 Clone & 39 3.8% 1.4%

BYS1-E03.745 Clone 3 40 3.5%% 0.5%

= BYS1-E03-745 Clone 2 a1 43% 03%
8Y52-C06-1000  Clone 6 41 3.2% 03%
8YS2-C05-1000  Clone d 42 41% 0.8%

B8YS2-C06-1000 Clone 3 43 4.1% 0.7%
8Y52-C06-1000  Clone 1 a4 43% e 0.4%
BYS2-C06-1000  Clone 2 as 4.4% E=Ag0.2%
BYS2-C06-1000  Clone S 46 4.6% 0.1%
BYS2-C06-1000  Clone 7 a7 a.9% 03%
BYS2-D06-6659 14, Clone 3 a7 2.5% = 04%
BYS2-D06-545 ¢, Clone 6 a8 2.2% 0.6%
BYS2-D05-665 g Clone 1 ag 33% 0.2%
BY52-D05-585 g - Clone 2 50 5.3% dem Y 1.1%
8YS2-D06-645 o7 Clone 7 51 53% 0.2%
8YS2-D06-885 ¢, Clone 4 52 5.6% 0.7%
BYS2-D06-665 §gg Clone S 53 5.9% 0.2%
RMS1-D12-910  Clone 5 53 5.3% 1.0%
RMS1-D12-910  Clone 7 54 6.7% 0.5%
RMS1-D12-610  Clone 6 55 7.5% 03%
RMS1-D12-910  Clone 3 56 76% 0.4%
RMS1-D12-810  Clone 2 57 7.7% 0.4%
RMS1-D12:810  Clone 4 58 9.0% % D.4%
RMS1-D12-510  Clone 1 59 9.5% 15%
RM51-G02545  Clona2 59 2.9% 0.6%
RMS51-G02-545  Clone 6 60 29% 0.8%
RMS1-G02-545  Clone 1 61 3.6%% 0.5%
RMS1-G02-545  Clone 3 52 4.1% 0.0%
RMS1-GD2-545  Clone S 63 45% 0.6%
RMS51-G02-545  Clone 7 64 47% 0.2%
RMS1-G02-545  Clone 4 65 5.9% 0.4%
AMS51-G02-825  Clone 2 65 2.2% 1.0%
AMS1-G02-825  Clone 1 66 2.6% 03%
AMS1-G02-825  Clone 7 67 3.4% 0.1%
AMS1-G02-825  Clone S 63 3.7% 0.6%
RMS1-G02-825  Clone 3 € 5.5% 0.4%
RMS1-G02-825  Clone 4 70 68% = 06%
RMS1-G02-825 __ Clone 6 71 7.8% €=98 03%
RMS1-HOB-585  Clone 02 71 2.5% 0.6%
RMS1-H08-585  Clone 07 72 -15% 0.8%
RMS1-H08-585  Clone 03 73 5.8% §ue  03%
AMS1-H08-585  Clone 08 74 6.5% 03%
‘ RMS1-HO8-585  Clone 01 75 6.9% €=t 0.2%
| RMS1-HO8-585  Clone 06 76 5.9% 0.4%

= RMS1-HO8-585  Clone 03 77 7.3% 0.2% :
RMS1-H08-585  Clone 13 78 7.4% 0.7% 116
RMS51-H08-585  Clone 11 79 7.6% 0.3% 11F
RMS1-H08-585  Clops 05 80 7.7% 0.7% 11C
RMS1-H08-585  Clone 14 81 7.8% 10% 126
RMS1-H08585  Clone 04 82 7.9% 0.2% 128
RMS1-H08-585  Clone 10 83 8.4% 0.8% 12€
RMS1-HOB-585  Clone 12 84 85% % 0.5% 12F
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Quick yeast genomic preparation (04/24/14)

This protocol starts with frozen cell pellets from 5 ml of culture. i
Resuspend cells in 300 ul of Lysis buffer.

Add ~0.3 g Glass beads

Add 300 pl of phenol:chloroform:isoamyl alcohol

Vortex for 10 min.

Spin 5 min at top speed. H
Remove aqueous layer (~250 ul) and transfer to a new tube. ?
Add 5 ul RNase (100 mg/ml). Incubate 37°C for at least 1 hour.

Add 300 ulL of phenol:chloroform:isoamyl alcohol. Vortex for 15 seconds.

Transfer contents to a phase-lock gel (light) tube.

Spin 5 min at top speed.

Dump aqueous layer into a tube with 500 ul of ethanol. Precipitate DNA in —20° C freezer for at least 30 min (overnight).\l‘

—_—

Pellet DNA by spinning for 10 minutes at top speed. Decant or aspirate ethanol.

Add 1 ml of 70% ethanol, vortex, and spin for 2 min at top speed. Decant or aspirate ethanol. D a,\{ 2_
Dry DNA pellet in speed-vac for ~10 min. Resuspend pellet in 100 ul of ddH,0.

Check and record DNA concentration using Qubit fluorometer ‘

Lysis Buffer To make 50 ml of Lysis Buffer

2% Triton X-100 40.9 ml H,O

1% SDS 5 ml of 20% Triton X-100

100 mM NacCl 2.5 ml of 20% SDS

10 mM Tris-Cl, pH 8.0 1 mlof 5§ M NaCl

1 mM EDTA 500 ul of 1 M Tris-Cl, pH 8.0

100 ul of 0.5 M EDTA
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Yeast Transformation (12/18/08)

Grow overnight culture
50

In the morning, dilute culture 1:480 (100 ul into 10 ml YPD)
Grow for ~6 hours until mid-log (~2 x 107 cells/ml)
Transfer culture to a 15 ml falcon tube.
Spin for 5 minutes at 2000 rpm in Beckman Coulter centrifuge (~850 x g). Decant media.
Resuspend cells in 1 ml H,O. Transfer to a microfuge tube and spin 1 min at top speed.
Aspirate H,O and repeat water wash 3 times with 1 m| H,O.
Wash twice with 1 ml LiOAc Mix.

20

Resuspend cells in#0 ul LIOAc Mix. Add 10 ul of carrier DNA (boiled salmon sperm DNA). This should yield a volume of
~100 ul, separate-equaly-inio-two-tubesof~5-eache
Po 4,

Add 18 ul of PCR or plasmid to cells. Vortex briefly.

Add 360 ul (6-fold volume) of PEG Mix and incubate 30° C for 30 min. Altemative: If strain is temperature sensitive,
incubate at room temperature.

Add 47 ul of DMSO (final concentration ~10%).
Heat shock for 15 min at 42° C. Alternative: If strain is temperature sensitive, heat shock at 37° C.

Sediment cells for 3 minutes at 2000 rpm in microcentrifuge.

=ty » YD -ure
Resuspend cells with 200 ul of and plate onto.¥PD. Alternative: For some selections, such as nutrient markers,
cells can be plated directly onto selective media. For many selections such as dominant drug markers and 5FQA, cells
need to grow vegetatively for several generations before transformants show the selectable phenotype. An alternative to

the replica plating method | use is to hold the cells in 1 mi of YPD for >1.5 hours then plate directly onto the selective
media.

Incubate plates overnight.

Replica plate lawn onto selective media.

LiOAc Mix To make 50 ml of LiOAc Mix
100 mM Lithium Acetate 44 4 m| H,O
10 mM Tris 5 ml of 1 M LiOAc (Lithium Acetate)
1 mM EDTA 500 ul 1 M Tris-Cl, pH 7.5
100 ul 0.5 M EDTA
PEG Mix To make 50 ml of PEG Mix
40% Poly Ethylene Glycol 44 4 ml of 45% PEG (Poly Ethylene Glycol)
100 mM Lithium Acetate 5 ml of 1 M LiOAc (Lithium Acetate)
10 mM Tris 500 ul 1 M Tris-Cl, pH 7.5

1 mM EDTA 100 ul 0.5 M EDTA
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QIAGEN MINI PREP PROTOCOL

Spin down 1 mL of O/N bacterial culture

Resuspend pellet in 250 uL Buffer P1

Add 250 uL Buffer P2 and mix thoroughly (4-6 inversions=>clear solution)

**NO more than 5 mins

Add 350 uL Buffer N3 and mix immediately (inversions)

Centrifuge for 10 mins at 13,000 rpm

Pipette supernatant into QIAGEN spin column

Centrifuge for 30 sec at 13,000 rpm and discard flow-through

Wash with 500 pL Buffer PB

Centrifuge for 30 sec at 13,000 rpm and discard flow-through

Wash with 750 uL Buffer PE

Centrifuge for 30 sec at 13,000 rpm and discard flow-through

Transfer spin column to collection tube

Centrifuge for 1 min at 13,000 rpm to remove residual wash buffer

Place column in sterile microfuge tube and add 50 ulL Buffer EB to the center of
the spin column and let it stand for 1 min

Centrifuge for 1 min at 13,000 rpm

Label and store in -20°C freezer
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SUMMARY oF MATING TYPE 3 OTHER PHEWOTLPES [Ro BILK SESREGANT S
W e

Strain Plate Well +MATalpha  +MATa Notes  +MATa (1st round) Strain Plate Well +MATalpha  +MATa Notes  +MATa (1st round)
817 Plate 1 A01 + 819 Plate 1 A01 73
— 817 Plate 1 A2 + 819 Plate 1 AD2 +
817 Plate 1 A03 + ! 0
817 Plate 1 A04 + Large Plate 1 +
817 Plate 1 A0S " Large + ¢  Plated
817 Plate 1 A0S + 819 Plate 1 AD6 +
817 Plate 1 AD7 + 819 Plate 1 AD7 + Large +
Plate 1 A + 819 Plate 1 AD8 +
3 Platet 819 Plate 1 A09 +
817 Plate 1 Al0 - z " Plate’ A
817 Plate 1 All -
817 Plate 1 A12 +
817 Plate 1 BO1 +
817 Plate 1 BO2 + 02
817 Plate 1 BO3 + 819 Plate 1 BO3 +
817 Plate 1 BO4 + Plate 1 +
817 Plate 1 BOS + +
817 Plate 1 BO7 + Large + +
817 Plate 1 BOB + +
817 Plate 1 BO9 7 ~ Plat e
817 Plate 1 B10 + Plate 1 +
817 Plate 1 B11 + Plate 1 +
817 Plate 1 B12 + Plate 1 +
817 Plate 1 o1 + +
817 Plate 1 €02 + Large +
817 Plate 1 co3 + +
817 Plate 1 Co4 +
817 Plate 1 o5 +
817 Plate 1 Ccos + + +
817 Plate 1 co7 +
817 Plate 1 co8 + Plate 1 +
817 Plate 1 co9 +
817 Plate 1 c10 + Plate 1 +
817 Plate 1 11 +
817 Plate 1 c12 + 819 Plate 1 C12 +
817 Plate 1 Dot + 819 Plate 1 DO1 +
817 Plate 1 Do2 + + Control
T, 817 Plate 1 D03 +
817 Plate 1 D0o4 + + Contral +
817 Plate 1 Dos + Plate 1 DOS +
817 Plate 1 Dos + Plate 1 + Control
817 Plate 1 Do7 -
817 Plate 1 D08 + Large + 819 Plate 1 D08 + Control -
817 Plate 1 D09 + 819 Plate 1 DOS +
817 Plate 1 Dio + 819 Plate 1 D10 +
817 Plate 1 D11 +
817 Plate 1 D12 + 819 Plate 1 D12 +
817 Plate 1 EOL + 819 Plate 1 EOL1 +
817 Plate 1 EO2 819 Plate 1 ED2 + Large
817 Plate 1 EO3 + 819 Plate 1 £03 +
817 Plate 1 E04 +
817 Plate 1 EOS +
817 Plate 1 EO6 +
817 Plate 1 EO7 +
817 Plate 1 EO8 + +
817 Plate 1 EDS + 819 Plate 1 EOS +
817 Plate 1 E10 * 819 Plate 1 E10 +
817 Plate 1 E11 + 819 Plat
817 Plate 1 E12 +
817 Plate 1 FO1 +
817 Plate 1 F02 +
817 Plate 1 FO3 + Large
817 Plate 1 FO4 + 819 Plate 1 F04 +
817 Plate 1 FOS + 2
817 Plate 1 Fo6 + FO6
817 Plate 1 FO7 + P07
817 Plate 1 FO8 + 819 Plate 1 Fo8 +
817 Plate 1 FO9 +
817 Plate 1 F10 +
817 Plate 1 F11 +
817 Plate 1 F12 + 819 Plate 1 F12 +
817 Plate 1 GO1 + - B19
817 Plate 1 G02 + Control 819 Plate 1 G02 + ot
—. 817 Plate 1 GO3 +
817 Plate 1 Go4 + Control +
817 Plate 1 GOs +
817 Plate 1 GOo6 + Contwrol
817 Plate 1 GO7 +
817 Plate 1 Go8 + Control +
817 Plate 1 GOoe + +

U



Strain Plate Well +MATalpha  +MATa Notes  +MATa (1st round) Strain Plate Well +MATalpha +MATa Notes  +VIATa (1st round)
817 Plate 1 G10 + - B19 P
817 Plate 1 G11 +
817 Plate 1 G12 H *
817 Plate 1 HO1 + 819 Plate 1 HO1 +
817 Plate 1 HO2 + 819 Plate 1 HO2 +
817 Plate 1 HO3 + 819 Plate 1 HO3 +
817 Plate 1 HO4 + 819 Plate 1 +
817 Plate 1 HO5 + =
817 Plate 1 HO6 + +
817 Plate 1 HO7 +
817 Plate 1 HO8 +
817 Plate 1 HOS +
817 Plate 1 H10 + +
817 Plate 1 H11 +
817 Plate 1 H12 + +
817 Plate 2 AD1 +
817 Plate 2 A02 + Large
817 Plate 2 A03 + i
817 Plate 2 A04 + 819  Plate2 A04 +
817 Plate 2 A0S +
817 Plate 2 A06 + ; Large
817 Plate 2 A07 + 819 Plate 2 AOQ7 +
817 Plate 2 A08 + 819 Plate 2 AO8 +
817 Plate 2 A0S +
817 Plate 2 Al0 +
817 Plate 2 All +
817 Plate 2 Al12 +
817 Plate 2 801 + +
817 Plate 2 B0O2 +
817 Plate 2 803 + X
817 Plate 2 BO4 + 819 Plate 2 BO4
817 Plate 2 BOS + 819 Pate 2 BOS
817 Plate 2 B06 + i Pl BOG
817 Plate 2 807 + Large + +
817 Plate 2 BO8 + - Plate Large
817 Plate 2 BOS + Plate BO9 ¥ Large +
817 Plate 2 B10 + Plate 2 B10D +
817 Plate 2 Bll +
817 Plate 2 B12 + Plate 2 +
817 Plate 2 co1 + Plate 2 +
817 Plate 2 coz + Plate 2 +
817 Plate 2 Cco3 + Plate 2 +
817 Plate 2 co4 + Plate 2 +
817 Plate 2 cos + Plate 2 +
817 Plate 2 Co6 + Plate 2 +
817 Plate 2 co7 + +
817 Plate 2 co8 +
817 Plate 2 cos + Large +
817 Plate 2 Cci0 +
817 Plate 2 C11 + +
817 Plate 2 Ci2 ¥
817 Plate 2 DO1 + +
817 Plate 2 DO2 +
817 Plate 2 D03 +
817 Plate 2 Do4 + 34
817 Plate 2 D05 + 819 Plate 2 D05 +
817 Plate 2 D06 + 819 Plate 2 D06 +
817 Plate 2 DO7 + 819 Plate 2 DO +
817 Plate 2 D08 - '8 |
817 Plate 2 DOsS + 2
817 Plate 2 D10 + 819 Plate 2 D10 +
817 Plate 2 D11 + 819 Plate 2 D11 +
817 Plate 2 D12 + 819 Plate 2 D12 +
817 Plate 2 E01 + 819 Plate 2 EO1 +
817 Plate 2 EO2 + 819 Plate 2 EC2 + Contral
817 Plate 2 EO3 + 819 Plate 2 EO3 +
817 Plate 2 E04 + 819 Plate 2 E04 + Control +
817 Plate 2 EOS 5 819 Plate 2 EQS +
817 Plate 2 EO6 + 819 Plate 2 EQG + Control
817 Plate 2 E07 + 15 plate '
817 Plate 2 £08 + 819 Plate + Control +
817 Plate 2 E0S + 819 Plate 2 EQ9 +
817 Plate 2 E10 + 819 Plate 2 E10 +
817 Plate 2 E11 + 819 Plate 2 E11 + Large
817 Plate 2 E12 + Pl
817 Plate 2 FO1 +
817 Plate 2 FO2 + Control +
817 Plate 2 FO3 b 819 Plate 2 FO3 &
817 Plate 2 FO4 + Control + 819 Plate 2 Fo4 +
817 Plate 2 FOS + 819 Plate 2 FG5 +
817 Plate 2 FO6 + Control 81 | i
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Strain Plate Well +MATalpha  +MATa Notes  +MATa (st round) Strain Plate Well +MATalpha  +MATa Notes  +MATa (1st round)
817 Plate 2 FO7 +
817 Plate 2 FO8 + + Control + 819 Plate 2 FO8 + Large
817 Plate 2 FO9 +
817 Plate 2 F10 + 819 Plate 2 F10 +
817 Plate 2 F11 + 819 Plate 2 F11 +
817 Plate 2 F12 + ¥
817 Plate 2 G01 +
817 Plate 2 G02 +
817 Plate 2 GO03 + +
817 Plate 2 G0o4 + 5 @
817 Plate 2 GO05 + 819 Plate 2 GOS +
817 Plate 2 G06 + 819 Plate 2 GOo6 +
817 Plate 2 GO07 +
817 Plate 2 G08 +
817 Piate 2 GD9 + + Large
817 Plate 2 G10 + +
817 Plate 2 G11 + +
817 Plate 2 G12 +
817 Plate 2 HO1 +
817 Plate 2 HO2 + 819 Plate 2 HO2 +
817 Plate 2 HO3 +
817 Plate 2 HO4 +
817 Plate 2 HOS + 819 Plate 2 HOS +
817 Plate 2 HOé + Large + 819 Plate 2 HO6 i
817 Plate 2 HO7 + 819 Plate 2 HO7 +
817 Plate 2 Ho8 +
817 Plate 2 HOS + 819 Plate 2 HOS +
817 Plate 2 H10 +
817 Plate 2 H11 + +
817 Plate 2 H12 + 819 Plate 2 H12 +
817 Plate 3 ADL + Large
817 Plate 3 AD2 + Control
817 ate ; 819 Plate 3 A03 +
817 Plate 3 AD4 + Control
817 Plate 3 A0S +
817 Plate 3 AD6 + Control
217 fate 3 819 Plate 3 AO7 +
817 Plate 3 AD8 + Control
T B17 Plate 3 A0S + +
817 Plate 3 Al10 +
817 Plate 3 All +
817 Plate 3 Al2 + +
G817 Plate3 % +
817 Plate 3 +
817 Plate 3 +
G .
817 Plate 3 B80S +
817 Plate 3 806 +
817 Plate 3 807 +
817 Plate 3 B08 + 819 Plate 3 BO8 +
817 Plate 3 B80S + 819 Plate 3 B09 +
817 Plate 3 B10 +
817 Plate 3 B11 £
817 Plate 3 B12 +
817 Plate 3 co1 &
817 Plate 3 co2 + + Control
817 Plate 3 €03 +
Control
817 Plate 3 CO5 + +
17 + Contral
e Blank *+
817 Plate 3 co8 + + Control
817 Plate 3 Co9 B Large
817 Plate 3 c10 + Large
817 Plate 3 Ci1 +
817 Plate 3 C12 + 819 Plate 3 c12 +
817 Plate 3 DO1 +
817 Plate 3 D02 + 819 Plate 3 Do2 +
817 Plate 3 D03 + 819 Plate 3 Do3 +
817 Plate 3 Do4 - 819 Piate 3 Do4 +
817 Plate 3 DO5 +
817 Plate 3 D06 + 819 Plate 3 DO6 + Large
817 Plate 3 D07 + te
817 Plate 3 D08 +
—_ 817 Plate 3 bog + 813
817 Plate 3 D10 + 819 Plate 3 D10 +
Blank fa 1
Plate3 D12 +
Plate 3 EO1 -
Plate 3 E02 + 819 Plate 3 EQ2 +



Strain Plate Well +MATalpha  +MATa Notes +MATa (1st round) Strain Plate Well +MATalpha  +MATa Notes  +MATa (1st round)
817 Plate 3 E04 + 813 Plate 3 EO4 +
817 Plate 3 EDS + 819 Plate 3 EOS +
817 Plate 3 EO6 + 819 Plate 3 E06 +
817 Plate 3 ED7 + 819 Plate 3 EQ7 +

Plate 3 ED8 +
Plate 3 E09 +
Plate 3 E10 +
2 Plate 3 Ell +
Plate 3 + +
ate 3 +
Plate 3 Fo3 + F
Plate 3 FO4 + 819 Plate 3 FO4 +;
Plage 3 +
+ 819 Plate 3 Fo7 + Large
+
Plate 3 FO9 + 819 Plate 3 FO9 *
Plate 3 F10 + 819 Plate 3 F10 +
Plate 3 + 819 Plate 3 F11 +
S TPOPL soome
Plate 3 GO1 + Large
Plate 3 G0z +
Plate 3 G03 + Plate 3 +
Plate 3 G04 + te
Plate 3 G035 +
Plate 3 GC6 +
Plate 3 GO7 + +
Plate 3 G08 + +
Plate 3 GO9 +
Plate 3 G10 + +
Plate 3 Gi1 + +
Plate 3 + +
te 3 + 819 Plate 3 HO1 -
817 Plate 3 HO2 + 819 Plate 3 HO2 - §
817 Plate 3 HO3 + 819 Plate 3 HD3 +
817 Plate 3 Ho4 + 819 Plate 3 HO4 +
817 Plate 3 HO5 + 818 Plate 3 HO5 +
817 Plate 3 HO6 + 819 Plate 3 HO6 +
817 Plate 3 HO7 + 819 Plate 3 HO? +
817 Plate 3 HO8 + 819 Plate 3 HO8 +
817 Plate 3 HO9 + te3
817 Plate 3 H10 + 819 Plate 3 +
817 Plate 3 H11 + 819 Plate3
817 Plate 3 H12 + 819 Plate 3 Hi2 + Large
817 Plate 4 A01 + 519 Plate 4 Al
Plate 4 A2
] Plate 4 AD2 ~
817 Plate 4 AD4 + Plate 4
817 Piate 4 A0S + Plare 4 +
817 Plate 4 ADB + Plate 4
817 Plate 4 A7 + late q
817 Plate 4 A08 + Plate4
817 Plate 4 A0S + Plateq
817 Plate 4 Al0 + Plate 4 N
817 Plate 4 All + Plate 4
817 Plate 4 A12 + Plate 4
=i ;
& Plate 4
817 Plate 4 BO2 + Control Jate 4 +
817 Plate 4 BO3 + Plate 4
817 Plate 4 BC4 + Control Plate 4
817 Plate 4 BOS + late 4
817 Plate 4 BO& + Control Blate 4
817 Plate 4 BO7 + Plata 4
817 Plate 4 BC8 + Control Plats 4 +
817 Plate 4 BO9 + Flate 4 BO9
817 Plate 4 B10 + Plate 4 BiO
817 Plate 4 B11 + 11 Flate 4 B11 +
817 Plate 4 B12 + s Plate 4 B
817 Plate 4 co1 + 8 Plate 3
817 Plate 4 coz * Dinte 4
- e ” Flateq
& ..o fate 4
817 Plate 4 €05 + g 1 ( -
Plate 4 Coé + eq (315)
Plate 4 co7 + 81t 4
Plate 4 + 819 4
i e 4
Plate 4 + 4 .
Plate 4 + 4 5]
817 Plate 4 + 4 12

&




Plate Well +MATalpha  +MATa Notes  +MATa (1st round) Strain Plate Well +MATalpha  +MATa Notes  +MATa (1st round)
Plate 4 D01 + - late 4 61 1
Plate 4 Do2 + late 4 Ly
Plate 4 Do3 + late 4 D03
Plate 4 Do4 + late D04
Plate 4 D05 + at D05
Plate 4 D0& + late 4 06
Plate 4 DO7 + L late 4 o7
::%‘-_ st 4 it 4 D&
Plate 4 + 0%
Plate 4 + D20 =
Plate 4 + 1 £ |
Plate 4 + [
817 Plate 4 +
817 Plate 4 + E
817 Plate 4 + !
Plate 4 + t
) 1
Plate 4 £06 + |
Plate 4 E07 + 1 1 7
Plate 4 E08 + fate 4 EG8
Plate 4 E0S + late 4 0% Large
Plate 4 E10 + ite 4 £10 Large
Plate 4 + e 4 1
Plate 4 + ke |
Plate 4 + | 3 +
Plate 4 + lata g Large
Plate 4 + Large lat
9 late 4 04
817 Plate 4 FOS + Large late 4 K
817 Plate 4 FO6 + FUG
817 Plate 4 FO7 + o7 +
817 Plate 4 FO8 + ate 4
817 Plate 4 FO9 + fate 4
817 Plate 4 F10 + g it 10
817 Plate 4 Fi1 + 3he F11
817 Plate 4 F12 + Iate 4 F12
817 Plate 4 GO1 + lat S0
817 Plate 4 G02 + 3 311
%17 Plate 4 Go3 + . 4 30
17 Plate 4 G04 + = 04
817 Plate q GO5 + o] o
817 Plate 4 GO6 + Large 515 e d 8
817 Plate 4 GO7 + ! late 4 07
817 Plate 4 G08 + 19 late 4 108 <
817 Plate 4 G09 + GO9
817 Plate 4 G10 + 1
817 Plate 4 G11 + olat
¥
Hoa
+ HOZ Control
+ late 4 Cantrol
817 Plate 4 HO5 + -
817 Plate 4 HO& + Control
817 Plate 4 HO7 + )
817 Plate 4 HO8 + Large 18 Controf
817 Plate 4 Ho9 + Large e 4 ]
817 Plate 4 Hi0 + H
817 Plate 4 H11 +
817 Plate 4 Hiz2 + i
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SummARY OF TETRAD DISSECTIONS
N\.—M

yGIL817

Mate as +CAN +Nat
MATa MATalpha |Non-mater |alpha Mutants| Sensitive Mutants | Resistant
X X :
X X H X
X X S X

3A |small X

3B X X X
3C X X X

3D X X
4A X X

4B X X

4C X X X
4D X X X

-t{ad'\d VI"""‘

5C X X
5D X X X
6A X X X
6B X " —— -
6C X X X
6D X X
7A X X X
7B X X X
7C X X X
7D |on edge X X X
8A X X X
8B X X ST
8C X X
8D X X X
i
. ﬁcn Spores o3 3 m[c ay MAET A 1@«_\)
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108

10C

10D

11A

small

>

11B

big

11C

small

11D

big

12A

12B

12C
12D

13A

138 |big

13C
13D

14A

148

14C

14D
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 Mate as +CAN 1 aNat
otes MATa MATalpha [Non-mater |alpha Mutants | Sensitive Mutants Resistant |

7 bt - e
X X X X
X X x
X X i
X X X
X X X
X X X
X X X
X X X
X X X
X X
X X -
X i e
7 v x
X X
X X X
X X X
X% X X
X _ X X
X X i
X ST X
X X X X
X X X
X X
X X X
X
X X X X
X X X X
g - —
X X
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From: http://yeaki.org/index.php?title=Yeast_Mating_Type PCR_Assay

* 5-AGTCACATCAAGATCGTTTATGG-3

o This primer corresponds to a sequence at the right end of and directed towards the MAT locus.
¢ 5-GCACGGAATATGGGACTACTTCG-3'

o This primer corresponds to a sequence within the a-specific DNA located at Mata and HMLa.
s B5-ACTCCACTTCAAGTAAGAGTTTG-3'

o This primer corresponds to a sequence within the a-specific DNA located at Mata and HMLa.

MATa 404 bp; MATa 544 bp; diploid strains will give both bands
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Yeast genes Bacterial genes Vector Plasmid name
Mo and/or other DNA YC.F 50 PKS W2 b
AMP, TET )
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Comments and Notes: ~The Moty HindTT *rsqu o was claned
Cromn LLIM 30 2ol (BV246) Into vcpso

Source:
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>YCp50 He-d T

gaattctcatgtttgacagcttatcatcgatARGCTTCTTGCAGTAGTATTTGAACAGTGTATATCTTCATATTGCTTTTGTT
GTAAATATTGCGCAAAAGCGACTATCTTTGTGATTTGGTTGAACTTTTGCATATTCACGTTATTACCATC TTTAGTGAATGTA
~_ TCGTTTCCGTCTCTTATGAAGGTAATGTCCCTGATAAGCAGTGATGTAAAAGGTACACAAGGAAGCTGACTGTGGAAAATATG
TTTAATTGTTCTTCTATAAACGTTGTAGTTGTTGTTTGGATGTACGACGACTTTTAGGCGCTGAAAAAGGTGGTCTGATTTAA
CATCTATCGGGAGAGATAGTCTTTCTATTGAATGATTTTGCAATGATGTAATGATTGAAGCAAGTGAGTTTAAGTTTCGTAAG
TATAGACAAGACAGTGCAACTTGTAACCAGTAGGAAATGGTGTGCGTTTGCTGCARAGTTGTCTCAAGAACGTAGGACGATAA
CTGGTTGGAAAGCGTAAACACGGAGTCAATTGT TGTATCGTTGTGTTTGAAATGTCTTGTGAATTCTATTGTTTCAATATCCA
AGTAAAGAGAAGATTCTAAGAGAGTCAATGTCTTTGCAAGTGACCATGGAGATACGTTTAGAGCGAAGGCTTCGACTTCTAGA
AGTTCACCCTGTTTCCATTGGAAAAGTAAATCACTGAGGTCAGTTGCACCGCACAATTCATCATTTGCGTTCGTTTTGTCTAT
CTCGTATTGGAGAAATAAGTTTTCGTAGTCCAGGGGCGGTTTATTTTCTTCGATTTCCTTATCAGTTAGACCAATGTAAT
TCTTCAATTGCCTCGTTCTTTTTTTGT TTATAAACAGCTGAACTATGTCTGCAAACAGTTCTTGGTATTCATAR
AAGTGACTGTACCAAAAATTGAGGATATCTTTTAATGTTGTCTCACTATCTTGCCAATAAGACTCTACCCAGATTTGTATTAG 3 BuD S~
ACGAGGGACGGAGIGATTTTTGTGTTTGTTTTTATTAATTGTGGGATAGGATAGTAGCAACTSTTGGAGGAGAGCATTGTCAG
TTGTCCAGTCTCTGAAGTTAAGTAGTAAGTTTGCGGAGTCAAAGGGGGATGGCTTTTGECAT T TGTGAGAGTTGTGCGGCAGC
ATCTTATTCAAATAGAGCTGTATTCTGAAGACCTCTTGTAGAACATCATCCATACTAAAAAGTAAATCGTCCTGTCCCATTAC
GAGCTGTATTAGTGCTGTGACCCTCTGTATATTTACGTTGCCATGAAGAAGETAATGGGCGATATTTTGATACAATTCCTGAG
TTGCATGTTGGATTGAGTTTACGAAGGGTCGCCAGACGGCCAGAARACCICCAGGCGGAGTTAACAACTAGTAATACGGCATCC
ATGTTTGCATCAGCGCCGAGCCTATACCAGTCACTGAGTAGACGTATTCTTGCTCTTTTTATGTCCTGACTTC TTTTGACGAG

GGGGCATTCTCTAGAGACACAGGCAGTTGCTTCCAGCAACTGCLGTACGGCCGTTCTCATGCTGTCGAGGATTTTTTTTGGEG
TA

CGATATTGTCATTATAGGGCAGTGTGTGACTTATGAATTGTAGTAGAAGGACGTCTGTGATGTTGGAGATATGTAT F;ﬂ”*“x
ACTCTTCTTGAGACGATTTGGCCCTGGATAGCGAAGCGTRCGGTTACAAATAGCTCEICTICTTCAACAAGCETAGCCGAGGAC ?Zwvaf'
ATTATCTATCAGTACAAACATCTTAGTAGTGTCTGAGAAGAGGGTTGATTGTTTATGTATTTTTGCGAAATATATATATATAT "“L% &4\
ATTCTACACAGATATATACATATTTGTTTTTCGGGC:. ] CTTTCTTCTTTGCCAGAGGCTCACCGCTCAAGAGGTCCGCTA
ATTCTGGAGCGATTGTTATTGTTTTTTCTTTTCTTCTTCTATTCGAAACCCAGTTTTTGATTTGAATGCGAGATAAACTGGTA
TTCTTCATTAGATTCTCTAGGC"TTGGTATCTAGATATGGGTTCTCGATGTTCTTTGCAAACCAACTTTCTAGTATTCGGAC
ATTTTCTTTTGTAAACCGGTGTCCTCTGTAAGGTTTAGTACTTTTGTTTATCATATCTTGAGTTACCACATTAAATACCAACC ﬁth;Zi
CATCCGCCGATTTATTTTTCTGTGTAAGTTGATAATTACTTCTATCGTTTTCTATGCTGCGCATTTCTTTGAGTAATACAGTA
ATGGTAGTAGTGAGTTGAGATGTTGTTTGCAACAACTTCTTCTCCTCATCACTAATCTTACGGTTTTTGTTGGCCCTAGATAA
'GTTACACTCTCTGGTAACTTAGGTARATTACAGCAAATAGAAR
; ATCTCTGATTTGTCGATTTAAAAGCTCTTTAATGGGTATTTTA
TTCATTTTTTCTTGCTTATCTTCCTTTTTTTCTTGCCCACTTCTAAGCTGATTTCAATCTCTCCTTTATATATATTTTTAAGT
TCCAACATTTTATGTTTCAAAACATTAATGATGTCTGGGTTTTGTTTGGGATGCAATTTATTGCTTCCCAATGTAGAAAAGTA .
CATCATATGAAA CTTAAACTCTTAACTACTTCTTTTAACCTTCACTTTTTATGAAATGTATCAACCATATATAAT 4f}3-(
S i CAATATGTTTACTTCGAAGCCTGCTTTCAAAATTAAGAACAAAGCATCCAAATCATACAGAAACA g"% Sl
CGGTTTCAAAAAAGCTGAAAGAAAAACGTCTAGCTGAGCATGTGAGGCCAAGCTGCTTCAATATTATTCGACCACTCAAGAAA
GATATCCAGATTICCTGTTCCTTCCTCTCGATTTTTAAATAAAATCCARATTCACAGGATAGCGTCTGGAAGTCAARATACTCA
GTTTCGACAGTTCAATAAGACATCTATAAAATCTTCAAAGAAATATTTAAACTCATTTATGGCTTTTAGAGCATATTACTCAC = ‘M'Q ,
AGTTTGGCTCCGGTGTAAAACAAAATGTCTTGTCTTCTCTGCTCGCTGRAAGAATGGCACGCGGACARAATGCAGCACGGAATA
TGGGACTACTTCGCGCAACAGTATAATTTTATAAACCCTGGTTTTGGTTTTGTAGAGTGGTTGACGAATAATTATGCTGAAGT
ACGTGGTGACGGATATTGGGAAGATGTGTTTGTACATTTGGCCTTATAGAGTGTGGTCGTGGCGGAGGTTGTTTATCTTTCGA
GTACTGAATGTTGTCAGTATAGCTATCCTATTTGAAACTCCCCATCGTCTTGCTCTTGTTCCCAATGTTTGTTTATACACTCA
TATGGCTATACCCTTATCTACTTGCCTCTTTTGTTTATGTCTATGTATTTGTATAAAATATGATATTACTCAGACTCAAGCAA
ACAATCAATTCTTAGCATCATTCTTTGTTCTTATCTTAACCATAAACGATCTTGATGTGACTTTTGTAATTTGAACGAATTGG
CTATACGGGACGGATGACAAATGCACCATTACTCTAGGTTGTTGTTGGATCTTAACAAACCGTAAAGGTARACTGCCCATGCG
GTTCACATGACTTTTGACTTTCCTTTGTTTGCTAGTTACCTTCGGCTTCACAATTTGTTTTTCCACTTTTCTAACAGGTTTAT
CACCTTTCAAACTTATCTTTATCTTATTCGCCTTCTTGGGTGCCTCCACAGTAGAGGTTACTTCCTTTTTAATATGTACTTTT
AGGATACTTTCACGCTTTATAACAATATCAAGTTITACCTTCTTCATTACTATTCATCTTCGCCACAAGTCTTCTCTCCCTTGG
TGTTTCCAATCTAACTACAAAACTGTTGATTAGGGTGTACATCACCCTAACAAGATCATGTATTTGCTTCCTCTGGTACAAGC
TAAGAACAGGTAAATTCAAAACATCCCAGAGTAATATCTTCAAAGGGCTATACCCTTTAAACATATCTCGGCATATTTGTATT
AACCCACTAATATTTTIGACGGCCAATCTTTTCTATTTTTATTTTCATATCATCGACGTAATGACCACTTAAAAACAACTCAAT
ATCATCCTCACTTTTTATATTTTTAACTTCATTGTGCACAGATTGGACGGAGGACTTAATATCGTCACTTATGGTATCCAAAC
TACCATCCATAACAACTAGATTTACACATTCAGAARAGCACATCAACACTTTTATCCCTAATATAAGAATCCTCATGGAAGCAA
AGTATTTCAGT AAGGGCATCCTTGTTTTTTAAACCACCTTCTAAAAGCATGATTTTCAAARACCATTAAARAACTC
ATTCTGAERGCTTtAA gtagtttatcacagttaaattgctaacgcagtcaggcaccgtgtatgaaatctaacaatgcgce
tcatcgtcatccteggcaccgtcaccctggatgectgtaggcataggecttggttatgeccggtactgeccgggectettgegggat
atcgtccattccgacagcatcgeccagtcactatggecgtgectgectagecgetatatgecgttgatgcaatttectatgegecaccegt
tctcggagecactgtececgacegetttggecgeecgeccagtectgetegettegetacttggagecactategactacgegatcea
—_ tggcgaccacacccgtecctgtggatcetetacgeccggacgcatecgtggecggecatcaccggecgeccacaggtgeggttgetgge
gcctatatcgeccgacatcaccgatggggaagatcgggectecgeccacttecgggectecatgagegettgttteggegtgggtatggt
ggcaggcceccgtggecgggggactgttgggegecatectecttgecatgecaccattecttgeggeggeggtgetcaacggectea
acctactactgggctgcttcctaatgcaggagtcgcataagggagagecgtcgaccgatgeccttgagageccttcaacccagte
agctccttececggtgggecgeggggcatgactatcgtecgecgecacttatgactgtettetttatcatgecaactecgtaggacaggt
gccggcagcgcectectgggtecattttecggecgaggaccgetttecgetggagegegacgatgateggectgtegettgeggtatteg
gaatcttgcacgcecctegetcaagecttegtcactggteccgecaccaaacgttteggegagaagcaggeccattategecgge
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BULK SEGREGANT PROTOCOL
Grow 10mL YPD overnight

Spin down and resuspend in 20mL SPO++ until ~75% sporulation efficiency is
reached

Spin down and resuspend in 200A H2O (Final volume ~500-750A)
Add 5A zymolyase (1,000x, 150 mg/mL)

** Note tetrad prevalence after each of the following steps**
Incubate at 30°C for 1hr

Add 50A glass beads and 50A 10% Triton

Vortex for 2mins

Incubate at 30°C for 40mins

Vortex for 2mins

Bring up to 5mL with H20 (~4-4.5mL H>O needed)

Sonicate at power 4 for 4secs

Start two SmL YPD holds (500A sample into 5mL YPD)

After 24hrs plate 4 BSM plates: two 2mL (BSP’s) and two 1mL (BSI’s)

Grow for ~3 days and pick two 96well plates of singles from the 1mL plates and pool
the 2mL plates:

Spread 5mL YPD (collected volume ~2-3mL)

Spread 2.5mL YPD (additional collected volume ~1-2mL)

End volume ~4mL

Add 1mL 75% Glycerol

Freeze down in single row of 96well BSP plate and 1mL in cryo tube

BULK SEGREGANT MEDIA (BSM)

500mL SD agar

Add 0.4g CSM -arg and 0.5g 5FOA before autoclaving

Add 500A ClonNat (100mg/mL) and 500A CAN (60mg/mL) to melted agar

YIELD: ~7-8 Big plates
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Bulk Segregant Protocol Round 1:
Conducted: 3/22/15 Plated: 3/22/15

Photographed: 3/25/15

yGIL876 (1mL) - 2
24hr YPD Hold

L4
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yGIL876 (2mL) -1
24hr YPD Hold

yGIL876 (2mL) - 1
24hr YPD Hold

—



yGIL880 (1mL) - 1
24hr YPD Hold

yGIL880 (1mL) - 2
24hr YPD Hold

P

i
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yGIL880 (2mL) - 1
_ 24hr YPD Hold

yGIL880 (2mL) - 2
24hr YPD Hold




yGIL882 (1mL) - 1
24hr YPD Hold

yGIL882 (1mL) - 2
24hr YPD Hold




yGIL882 (2mL) - 1
24hr YPD Hold
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/ yGIL882 (2mL) - 2
24hr YPD Hold




yGIL884 (1mL) - 2
24hr YPD Hold




yGIL884 (2mL) - 1
)
24hr YPD Hold
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yGIL884 (2mL) - 2 R i
| Sy
24hr YPD Hold
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yGIL886 (2mL) - 1
|
24hr YPD Hold
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/yGIL886 (2mL) - 2
/' 24hr YPD Hold
BSM




yGIL888 (1mL) - 2
24hr YPD Hold
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| yGIL888 (2mL) - 1
24hr YPD Hold
BSM

yGIL888 (2mL) - 2

i

" 24hr YPD Hold




Bulk Segregant Protocol Round 2:
Conducted: 3/24/15 Plated:

/ yGIL878 (1mL) -1

H

| 25hr YPD Hold

’j yGIL878 (1mL) - 2

| 25hr YPD Hold

3125/15

Photographed: 3/28/15
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yGIL878 (2mL) - 1 -
25hr YPD Hold '
BSM

yGIL878 (2mL) - 2
25hr YPD Hold 0, «ii

N
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yGIL890 (1mL)

25hr YPD Hold

2

yGIL890 (1mL)

f
i

25hr YPD Hold
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yGIL890 (2mL)
25hr YPD Hold

yGIL890 (2mL)
25hr YPD Hold
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yGIL892 (1mL)
yGIL892 (1mL)
25hr YPD Hold
BSM

/




=

yGIL892 (2mL)

25hr YPD Hold

2

yGIL892 (2mL)
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yGIL894 (1mL)

25hr YPD Hold

2

| yGIL894 (1mL)




| yGIL894 (2mL) - 1
~ 25hr YPD Hold

yGIL894 (2mL) - 2
25hr YPD Hold




yGIL896 (1mL) - 1
25hr YPD Hold

yGIL896 (1mL) - 2
25hr YPD Hold
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yGIL896 (2mL)
25hr YPD Hold
yGIL896 (2mL)
25hr YPD Hold




yGIL898 (1mL) - 1
25hr YPD Hold

yGIL898 (1mL) - 2
25hr YPD Hold




lyGIL898 (2mL) - 1
. 25hr YPD Hold

'yGIL898 (2mL) - 2

25hr YPD Hold
BSM




yGIL902 (1mL) - 1
25hr YPD Hold
BSM

yGIL902 (1mL) - 2
25hr YPD Hold
BSM




yGIL902 (2mL) - 1
25hr YPD Hold
BSM

’f’yGILsoz (2mL) - 2

25hr YPD Hold
BSM
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Quick yeast genomic preparation (12/18/08)

Grow overnight culture

spin down 1 ml of saturated overnight culture. Optional: wash once with 1 mi H,O.
Resuspend cells in 200 ul of Lysis buffer.

Add ~0.2 g Glass beads

Add 200 ul of Phenol/Chloroform

Vortex for 10 min.

Spin 5 min at top speed. Alternative; Dump contents into a phase lock tube (Light) to aid in separation of organic and
aqueous layers.

~2a
Remove 456l of aqueous layer and add to—366-nl of ethanol. Precipitate DNA in —20° C freezer for at least 30 min.

Pellet DNA by spinning for 10 minutes at top speed. Decant or aspirate ethanol.
Add 1 ml of 70% ethanol, vortex, and spin for 2 min at top speed. Decant or aspirate ethanol.

Dry DNA pellet in speed-vac for ~10 min. Resuspend pellet in 50 ul of :FE.‘QJ Hz0.
Sk |n ZB-co —> lé-ca
(24) 3-20 —» l1-20

Lysis Buffer To make 50 ml of Lysis Buffer : <
2% Triton X-100 40.9 ml H,0 Scba. 12-20 ~ (€29
1% SDS 5 ml of 20% Triton X-100 (4]  S-Yo Tiimswe
'00 mM NaCl 2.5 ml of 20% SDS 3-é6 —> (K -¢o
10 mM Tris-Cl, pH 8.0 1 ml of 5 M NaCl 3-8 —» ¢4~ 30
1 mM EDTA 500 ul of 1 M Tris-Cl, pH 8.0

100 ul of 0.5 M EDTA

ot | o 20 @ 20 e o Sk D 220 E il
4 ’ v

[:30 pm 2:00 pm

140 lekd | T odbid  cdiltbonal oA Lyen Buler SO A Tl bl cn

17{
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T N
Before RNase After RNase After RNase

Pool-Generation Nanodrop (ng/ul)| Nanodrop (ng/ul}| _Qbit ng/ul) Sample Vol. | Volume of H20| Conc. (ng/ul)
03-00 2430.2 948.3 6.84 SR 8.7 2.5
04-00 2986.2 1260.7 6 SE ! 7 2.5
05-00 2882.3 1266.9 5.7 s/ ] 6.4 2.5
06-00 2970.3 1137.6 8.72 5 12.4 2.5
07-00 3907.1 1435.8 6.66 5 8.3 25
08-00 2963.6 1392.1 9 5 13 25
09-00 3325.4 1320.4 7.58 5 10.2 2.5
10-00 3390.7 1628.2 5.84 5 6.7 2.5
11-00 2991.5 1487.8 7.88 5} 10.8 25
12-00 3073.9 1440.6 5.8 5 6.6 2.5
13-00 3016.9 1505.0 4.68 5 4.4 2.5
14-00 3153.2 1192.2 5.5 5 6 2.5
15-00 3346.1 1702.3 5.8 5 6.6 2.5
16-00 3411.4 1742.7 5.46 5 5.9 2.5
03-20 2891.2 1428.5 11.44 5 17.9 2.5
04-20 4002.5 1660.7 7.98 5 11 25
05-20 2990.6 1538.8 9.9 5 14.8 25
06-20 2706.2 1332.2 11.04 5 17.1 2.5
07-20 3071.4 1655.1 9.44 SIEE | 13.9 2.5
08-20 2857.3 1363.9 13.54 5 22.1 2.5
09-20 3026.1 1504.8 8.44 5 11.9 2.5
10-20 3037.3 1348.0 6.54 5 8.1 25
11-20 2858.4 1427.3 10.76 5 16.5 25
12-20 3422.8 1608.2 6 5| 7 2.5
13-20 2314.2 966.9 5.42 5 5.8 2.5
14-20 2320.4 966.3 5.04 5 5.1 2.5
15-20 2250.4 945.4 3 sl 1 2.8
16-20 2507.8 535.8 3.34 51 1.7 2.5
03-40 2206.3 837.4 5.52 5 6 2.5
04-40 2949.5 1297.7 3.92 S| 2.8 2.5
05-40 2393.5 1041.1 4.64 5{ 4.3 2.5
06-40 2150 918.0 5.66 S|t 6.3 2.5
07-40 2391.9 949.6 3.82 sk 26 2.5
08-40 1940.1 695.9 5.64 S 6.3 2.5
09-40 2352.7 1048.1 4.34 sk 3.7 2.5
10-40 2806.4 1213.1 4.54 SE 4.1 2.5
. 11-40 1303 4288 1.386 5 0 i
12-40 2844.4 1337.7 3.54 sk 2.1 2.5
13-40 2256.4 909.0 3.98 5 3 2.5
14-40 2318.2 1071.7 49 5 43 2.5
15-40 23775 1045.7 2.56 5 0 2.6
16-40 2650.9 1163.8 2.74 5 0.5 2.5
03-60 2107.6 §78.1 5.04. 2.5
04-60 2560.3 1174.9 258 2.6
05-60 2041.6 999.01 2.38 2.4
06-60 1974.8 865.6 3.68 2.5
07-60 2387.6 1083.3 3.26 2.5
08-60 2098.2 952.6 5.16 25
09-60 2155 9124 2.92 25
10-60 1916.6 8229 1.954 2.0
11-60 2249.7 883.4 4.54 2.5
L 12-60 2622.8 1132.9 2.44 2.4
13-60 2316 1056.0 478 ] 2.5
14-60 1915.4 815.6 2.94 0.9 2.5
15-60 2916.6 1261.5 3.38 1.8 2.5
16-60 2327.6 1079.7 2.52 0 2.5
03-80 2236.9 1076.7 5.66 6.3 2.5
04-80 23442 10836L L Al 0| 2.4
05-80 2642.4 1262.4 3.46 1.9 2.5
06-80 1620.7 785.1 2.86 0.7 25
07-80 2652.8 1339.7 4.84 ST 2.5
08-80 2094.1 920.6 4.9 4.8 2.5
09-80 2119.1 1028.0 3.14 1.3 2.5
10-80 2441.3 1099.9 2.96 0.9 2.5
11-80 2034.7 840.6 4.84 4.7 2.5
12-80 2676.7 1024.9 2.88 0.8 2.5
13-80 2054.4 914.5 3.76 2.5 2.5
14-80 2152.7 965.3 4.34 3.7 2.5
15-80 2576.7 1267.5 3.24 1.5 2.5
15-80 2887.3 1115.8 3.62 2.2 2.5
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ILLUMINA SEQUENCING LIBRARY PREPARATION

14 pools at 5 time points (Gen 0, 20, 40, 60, and 80)= 70 samples

703 — =TIz

NS’s | N7’s (Pools 3-9) | N7’s (Pools 10-16)
502 X X
I X | X
’ X X
X X
X X
v X X
Sog X X
X X X X X X X X X X X X

TAGMENTATION

Tagmentation Master Mix (TMM):

- 70x1.05x 1.25\A = 91.88A TD Buffer

- 70x1.05x 0.25\ = 18.38A TDEA1

- Mix thoroughly by gently pipetting 20 times

- Distribute into 7 PCR tubes (or 1 PCR strip) with 10 x 1.2 x 1.5A = 18A
into each tube

- Use a multichannel to distribute each TMM tube into the first 10 columns
with 1.5A per well (“tagmentation plate)

Transfer 1A of gDNA (at or below 2.5 ng/A) into the tagmentation plate/strips
**Dot gDNA above the tagmentation mix, then vortex right before
thermocycler

Cover with Microseal ‘B’ and do a quick spin to get all liquid to bottom

Thermocycler: (“Nextera 17)
- 55°C for 10 mins
- Hold at 4°C

PCR & RECONDITIONING

Thaw KAPA polymerase mix and indices at room temp and vortex to mix.
(Recommended to store the indices in strips so they are accessible with a
multichannel)

Make 7 Row Master Mixes (RMMs):
- 10x1.2x1.88A = 22.56A 2x KAPA master mix

- 10x1.2x0.625\ = 7.5\ of each of the N5xx indices in each of the 7
PCR tubes



**Note which tube gets which index
- Mix thoroughly by gently pipetting 20 times

Make 10 Column-Master Mixes (CMMs):
- 7x1.2x1.88A =15.8A 2x KAPA master mix
- 7x1.2x0.625A = 5.25A of each of the N7xx indices in each of the 10,
PCR tubes
**Note which tube gets which index
- Mix thoroughly by gently pipetting 20 times

Use a multichannel to transfer 2.5A of CMMs in each well of the plate so that each
column receives the same N7xx index

Use a multichannel to transfer 2.5A of RMMs in each well of the plate so that each
row receives the same N5xx index
** Total volume = 7.5A

Cover plate with Microseal ‘A’ and do a quick spin to get all liquid to bottom

Thermocycler: (“Nextera 2)

- 72°C for 3 mins

- 98°C for 5 mins

- 98°C for 10 sec

- 62°C for 30 sec

- 72°C for 30 sec

- Repeat steps (3-5) 8 times
- 72°C for 5 mins

- Hold at4°C

Make Reconditioning PCR Master Mix (RPMM)
- 70x 1.1 x 8.5\ = 654.5A 2x KAPA master mix
- 70x1.1 x 0.5\ = 38.5A primer P1
- 70x1.1x0.5\ = 38.5A primer P2
**1:10 dilution of primers P1 and P2 before use
- Mix thoroughly by gently pipetting 20 times

Distribute RPMM into 7 tubes with 10 x 1.1 x 9.5\ = 104.5A in each tube

Use a multichannel to transfer 9.5A of RPMM into each well of the plate and mix
thoroughly by gently pipetting 10 times
**Final PCR volume: 17A

Cover plate with Microseal ‘A’ and do a quick spin to get all liquid to bottom

Thermocycler: (“Nextera 3”)
- 95°C for 5 mins
- 98°C for 20 secs
- 62°C for 20 secs



- 72°C for 30 secs

- Repeat steps (2-4) 4 times
- 72°C for 30 secs

- Hold at 4°C

PCR CLEAN UP & SIZE SELECTION

Bring AMPure XP beads to room temp and prepare 100mL of 70% EtOH and give
the strips a quick spin to get the liquid to the bottom

Vortex the beads for 30 sec to ensure they are evenly dispersed

Transfer 17A of beads into new 96-well plate

Add- the PCR product to corresponding wells and mix thoroughly by gently pipetting

i tlmejUse a P20 with a 1-2A on a 20-200A tip in order to get as much of the PCR
product as possible

Incubate at room temp for 5 minutes. DNA is now on the beads

START BIOMEK:

Place the plate on the magnetic stand and incubate for about 1 minute to separate
beads from solution

Aspirate the clear solution from the plate and discard
** Do not disturb the beads! If beads are accidentally pipetted, resuspend
them back and wait for solution to clear up and repeat.

While the plate is still on the magnetic stand, dispense 200A 70% EtOH (100mL in
reservoir) into each well and incubate for 30 seconds at room temp

Aspirate out EtOH with out disturbing the beads and discard

Repeat fof a total of 2 washes

Remove any remaining EtOH with a P10 pipette

Let the plate air dry for approximately 5 mins, do not over dry the beads

Take the plate off the magnetic stand and add 33A 10 mM Tris-HCI (pH8) (50mL in
reservoir) to each well of the plate

Carefully resuspend the beads by mixing 10-15 times and incubate at room temp for
2 min, the DNA is now in solution

18/



Place the plate back on the magnetic stand and incubate for about 1 min to separate
beads from solution, wait for solution to become clear

While the plate is on the magnetic stand, aspirate the clear solution from the plate
and transfer to a fresh plate
** Do not disturb the beads! If beads are accidentally pipetted, resuspend
them back and wait for solution to clear up and repeat.
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Electrophoresis File Run Summary (Chip Summary)

Sample Name Sample Comment Rest. Digest Status Observation Result Label Res
ult
Col
or

sample 1 O o

sample 2 0 g

sample 3 O o

sample 4 O N

sample 5 O o

sample 6 OJ v’

sample 7 O o

sample 8 O v

sample 9 il o’

sample 10 I} &

sample 11 O o

Ladder O o

Chip Lot # Reagent Kit Lot #

Chip Comments :

2100 Expert (B.02.08.51648) © Copyright 2003 - 2009 Agilent Technologies, Inc. Printed: 5/4/2015 5:37:34 PM

184
A



2100 expert_High Sensitivity DNA Assay_DE34903215_2015-05-04_16-48-09.xad

Page 3 of 10

Assay Class: High Sensitivity DNA Assay

Created: 5/4/2015 4:48:09 PM

Data Path: C:\...gh Sensitivity DNA Assay_DE34903215 2015-05-04 16-48-09.xad Modified: 5/4/2015 5:29:29 PM
Electropherogram Summary
20 Peak table for Ladder
Ful Peak  Size [bp] Conc. Molarity Observation
g [pa/pil [pmol/I] s
150~ E 1 4 35 125.00 5411.3 Lower Marker
100 — = 2 B 50 150.00 45455 Ladder Pesk
50— | ! 3 L 100 150.00 22727 Ladder Peak
3 N 0 " : £ 4 g 1% 150,00 1,5152 Ladder Peak
L8 I | T Rl T e
35 150 300 500 1000 10380 [bp]
5 L 200 150.00 1,136.4 Ladder Peak
Overall Results for Ladder =
o 0z 6 L 300 150.00 757.6 Ladder Peak
7 L 400 150.00 568.2 Ladder Paak
8 L 500 150.00 4545 Ladder Paak
9 i 600 150.00 a78.8 Ladder Peak
10 g 700 150.00 324.7 Ladder Peak
1" g 1.000 150.00 2273 Ladder Peak
12 |, 2000 150.00 1136 Ladder Peak
13 |, 3000 150.00 758 Ladder Peak
sample 1
Peak  Size [bp] Conc. Molarity Observation [Fu} & ' T
[pg/pi] [pmol/I] s 100+ 2 i
14 3 7.000 150.00 325 Ladder Peak | i o
i {
15 p 10380 75.00 10.9 Upper Marker 50— & “
L i =
3 I g
g s i
TT T T Ul el el -
35 300 500 1000 10380 [bp]
Overall Results for sample 1 : sample 1 T
Number of peaks found: 14
Noise: 03
Corr. Area 1; 1,838.0
Region table for sample 1 : sample 1
From To Corr. % of Average Size Conc. Molarit Co
[bp] [bp] Area Total Size distribution [pg/pl y lo
[bpl InCV[%] 1 [pmol/l r
200 1000 1,838.088 333 %66 17892093167 HE
2100 Expert (B.02.08.51648) © Copyright 2003 - 2009 Agilent Technologies, Inc. Printed: 5/4/2015 5:37:34 PM
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Electropherogram Summary Continued ... /)
Peak table for sample 1 : sample 1 sample 2 ==
Peak  Size [bp] Conc. Molarity Observation {Fu3 >
[pg/pll [pmol/I] s 100~
1 4 35 125.00 54113 Lower Marker 80 ~ -
60—
2 40 14.14 539.2
a 214 417.95 2,956.7 407 i
4 223 123.42 8401 20 §
5 232 345.97 2,254.9 0= »
8 273 162.45 2016 -
7 295 88.61 454.7 35 150 300 500 1000 10380 [bp]
8 314 43,51 2096 el
9 326 38,54 169.8 Overall Results for sample 2 : sample 2
10 333 44.94 2044 Number of peaks found: 17
1 344 61.83 2722 Noise: 0.3
12 358 3392 143.4 Corr. Area 1: 1,542.9
12 374 30.88 1250 Region table for sample 2 : _sample 2
5 £% Sl 42 From To Corr. % of Average Size Conc. Molarit Co
19 A08 848 2ot [bp] [bp] Area Total Size distribution [pg/pl y lo
16 p 10,380 75.00 108 Upper Marker [bp] inCV[%] 1] [pmol/l ¢
200 1,000 1,542.9 87 338 353 1,580.40 80845 EE
Peak table for sample 2 : _Ssample 2 sample 3 -
el *
Peak  Size [bp] Conc. Molarity Observation [Ful & el g
[pg/ull  [pmol/ll s sl A |
1 {4 35 125.00 54113 Lower Marker ii & i p
2 213 35263 2,508.0 — O ) .
3 223 11244 7632 I & i _
4 234 11876 7697 ]n@g ﬁ
5 247 68.51 4211 [ e Bl
6 255 69.07 4151 R S L A LA e
7 264 5147 2649 35 150 300 500 1000 10380 [bp]
8 204 116.72 602.3 L]
9 15 3840 1845 Overall Resuits for sample 3 : Ssample 3
10 324 4183 1858 Number of peaks found: 11
1 as2 111.85 4820 Noise: 0.2
12 387 30.31 1188 Corr. Area 1: 1,521.9
13 450 3222 108.4 Region table for sample 3 : _sample 3
14 470 20.44 85.8 From To Corr. % of Average Size Conc. Molarit Co
15 488 1214 3r.7 [bp] [bp] Area Total Size distribution [pg/pl y lo
16 493 13.33 405 [bp] inCV[%] 1 [pmol/I r
17 536 820 232 200 1,000 1,521,983 314 41.2 13614176418 HEH
18 554 9.43 258
19 B 10,380 75.00 10.9 Upper Marker
2100 Expert (B.02.08.51648) © Copyright 2003 - 2009 Agilent Technologies, Inc. Printed: 5/4/2015 5:37:34 PM
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Electropherogram Summary Continued ...
Peak table for sample 3 : sample 3 sample 4 i a
Peak  Size [bp] Conc. Molarity Observation [Fu] - >
[pg/pi] [pmol/I] s Ly 4
1 4 3 125.00 5411.3 Lower Marker 50 o
2 47 883 2844 40— “\ o 'l
3 53 20.55 582.9 20+ " A
4 212 1,304.86 93318 | i 8
S toy | s
5 354 14.15 60.5 i e : Tt i
6 359 12.24 518 LR S AL T e S -
7 424 7.95 284 35 150 300 500 1000 10380 [bp]
8 438 8.06 27.9 5]
) 474 8133 26.8 Overall Results for sampie 4 : _sample 4
10 494 7.88 242 Number of peaks found: 7
11 o1 9.61 28.5 Noise: 0.2
12 583 3.08 7.9 Corr. Area 1: 1,007.0
13 p 10,380 75.00 10.9 Upper Marker Region table for sample 4 : sample 4
FromTo Corr. % of Average Size Conc. Molarit Co
[bp] [bp] Area Total Size distribution [pg/pl y lo
[bp] inCV[%] 1] [pmol/l r
200 1,000 1,007.082 318 355 1,192.76 64220 [
Peak table for sample 4 : sample 4 sample 5 Sl
Peak  Size [bp] Conc. Molarity Observation {FU]
[pg/pl] [pmol/Ii] s 100+
1 4 3 1256.00 54113 Lower Marker o
2 53 47.43 13560 50
3 202 219.51 1,650.5
4 206 534,59 39369
5 276 9529 6238 01 ]
5 305 23.80 1184 | B R I Tl s el =
7 333 3632 165.3 35 150 300 500 1000 10380 [bp]
8 355 10.45 447 ! =
) p 10380 7500 108 Upper Marker Overal ResultsTor;sample s - sample 5
Number of peaks found: 12
Noise: 0.2
Corr. Area 1: 2,022.6
Region table for sample 5 : _Sample 5
FromTo Corr. % of Average Size Conc. Molarit Co
[bp] [bp] Area Total Size distribution [pg/pl y lo
[bp] inCV[%] 1 [pmol/I r
200 1,000 2,022.687 354 40.8 228375117418 EH
2100 Expert (B.02.08.51648) © Copyright 2003 - 2009 Agilent Technologies, Inc. Printed: 5/4/2015 5:37:34 PM
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Electropherogram Summary Continued ...
Peak table for sample 5 : _sample 5 sample 6 A
Peak  Size [bp] Conc. Molarity Observation {Fuj N
[pg/pl] [pmol/1] s oo P ;
1 4 35 125.00 5411.3 Lower Marker so| N i ne
2 42 34.00 1,240.4 o %’{%ﬁé\ & i o
3 49 2337 717.1 i 22N IS
s ( Genantti s~ iN
4 62 3362 8237 20— Y e i i
5 216 1,649.76 11.593.2 o O O U
8 318 92,67 4413 R L L UL e -
7 344 35.21 155.3 35 150 300 500 1000 10380 [bp]
8 254 4960 2124 ==
9 401 72.96 2759 Overall Results for sample 6 : sample 6
10 466 32.51 105.6 Number of peaks found: 9
11 490 2977 920 Noise: 0.2
12 518 34.15 999 Corr. Area 1: 1,065.1
13 556 102.08 297.1 Region table for sample 6 : _sample 6
&t P 10290 00 193 PoetNarker From To Corr. % of Average Size Conc. Molarit Co
[bp] [bp] Area Total Size distribution [pg/ul y lo
[bp] inCV[%] ] [pmol/1 r
200 1,000 1,065185 370 36.1 1,00046 47851 B
Peak table for sample 6 : Ssample 6 sample 7 1
" ok
Peak  Size [bp] Conc. Molarity Observation {Fu} 3
[pg/wl]  [pmol/i] s 150~ A
1 4 35 125.00 54113 Lower Marker L 5 b
& [ 4 %
100 & Pl }
2 42 23.03 8382 £ e i
3 48 1273 3940 50— E N 4’3'4@%@’ ) il e
e O L IRCD
4 7 8.77 186.8 '_I T, o° JPL:»'*’ ™
5 289 5.94 311 ) £ ok M =y N [
6 307 5.52 27.2 T I el ol e s o
7 360 8.71 36.6 35 150 300 500 1000 10380 [bp]
8 417 369 13.4 x|
9 433 564 197 Overall Results for sample 7 : _sample 7
1 p 10330 7500 108 Upper Marker Number of peaks found: 14
Noise: 0.2
11 12,855 0.00 0.0 Corr. Area 1. 2,570.5
Region table for sample 7 : sample 7
FromTo Corr. % of Average Size Conc. Molarit Co
[bp] [bp] Area Total Size distribution [pg/pl y lo
[bp] inCv[%] 1] [pmol/l r
200 1000 2570586 334 442 2,441.98 13,2817 B
2100 Expert (B.02.08.51648) © Copyright 2003 - 2009 Agilent Technologies, Inc. Printed: 5/4/2015 5:37:34 PM
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Electropherogram Summary Continued ...
Peak table for sample 7 : sample 7 sample 8 15
Peak  Size [bp] Conc. Molarity Observation {FU] | _
[pg/ul] [pmol/1] s
1 4 35 125.00 54113 Lower Marker { o
100 & !
w7 o ’\%
2 39 14565 568.7 :
3 47 3545 1148.4 | .o % i : >
4 62 27.94 879.2 o e ; ﬁ
5 215 2,218.45 15,644.7 S == EUE R (. S
6 357 5054 214.3 B T T U ) L e -
7 426 2485 87.7 35 150 300 SO0 1000 10380 [bp]
8 456 18.39 51.1 =
9 514 1577 484 Overall Results for sample 8 : sample 8
10 539 2326 B854 Number of peaks found: 14
11 552 19.17 526 Nolse: 0.2
12 804 18.08 453 Corr. Area 1: 2,602.2
13 853 58.01 1347 Region table for sample 8 : sample 8
“j L2 250 2 From To Corr. % of Average Size Conc. Molarit Co
15 p 10380 7500 10.9 UppesMarkec [bp] [bp] Area Total Size distribution [pg/ul y io
[bp] inCv[%] 1 [pmol/l r
16 13606 0.00 0.0 200 1,000 2602288 344 399 263987 13,7630 EHE
Peak table for sample 8 : _sample 8 sample 9 3
N
Pealk  Size [bp] Conc. Molarity Observation [FUj | & oS
[pg/pl] [pmol/1] s i N

1 4 35 125.00 5411.3 Lower Marker ! =
2 49 53.05 16459 }
3 71 2101 4490 [} oS
4 213 1,128.97 80184 . i !L,"' @
5 244 748.80 46446 Tt B i
6 313 79.41 3843 Tl e ol et -
7 341 45.24 200.9 35 150 300 500 1000 10380 [bp]
8 351 121.01 522.1
g 376 50.44 2031 Overall Results for sample 9 : Ssample 9
10 403 39.07 147.0 Number of peaks found: 15
11 423 8380 2280 Noise: 0.3
12 481 4479 1472 Corr. Area 1: 1,179.7
13 480 53.31 168.2 Region table for sample 9 : _sample 9
14 508 48.50 1453 FromTo Corr. % of Average Size Conc. Molarit Co
15 537 148.97 4205 [bp] [bp] Area Total Size distribution [pg/pl y lo
16 » 10,380 75.00 10.9 Upper Marker [bp] inCV[%] 1 [pmol/l r

200 1,000 1179785 341 352 132498 56847 [
2100 Expert (B.02.08.51648) @© Copyright 2003 - 2009 Agilent Technologies, Inc. Printed: 5/4/2015 5:37:34 PM
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Electropherogram Summary Continued ... \
Peak table for sample 9 : sample 9 sample 10 ;B3
Peak  Size [bp] Conc. Molarity Observation [Fulg
[pg/pl] [pmol/1] s
1 4§ 35 125.00 54113 Lower Marker 60~ R
2 40 47,50 17810 40
3 71 28,26 5992 36
4 173 13.66 1196 i
5 226 268.49 18032 G i ’
© 239 94.47 598.6 T e e D A g sl h -
7 248 77.24 4727 35 150 300 500 1000 10380 [bp]
8 270 60.55 3395 5
9 279 7278 3958 Overall Results for sample 10 : _sample 10
10 299 77.47 3927 Number of peaks found: 11
1 314 138.47 668.6 Noise: 0.2
12 245 4512 1881 Corr. Area 1: 1,373.8
13 365 40.80 168.7 Regiaon table for sample 10 : sa 10
= 396 3051 131'0 From To Corr. % of Average Size Conc. Molarit Co
15 S 52 2897 [bp] [bp] Area Total Size distribution [pg/pl y lo
16 ) 10,380 75.00 109 Upper Marker [bp] in CV [o/,,] ] [pmol/l r
200 1,000 1373885 343 367 1,760.96 89330 EHE
17 12,440 0.00 0.0
Peak table for sample 10 : sample 10 sample 11 3
Peak  Size [bp] Conc. Molarity Observation FUl
[pg/ul] [pmol/1] s
1 4 3 125.00 5411.3 Lower Marker 60— ma
2 56 4396 11883 4
3 215 336.33 2,368.0 20—
4 225 9290 626.0 ﬁ
5 232 87.98 574.1 Ust=
6 264 §7.28 557.3 el dngl LG LR T AL s
7 275 10572 5820 35 150 300 500 1000 10380 [bp]
8 308 135.87 667.7 . L
q 230 23039 10887 Overall Results for sample 11 : _Sample 11
10 398 143,37 545 4 Number of peaks found: 11
11 481 2472 77.9 Noise: 0.1
12 514 2501 73.7 Corr. Area 1: 1,3813
13 p 10380 75.00 10.9 Upper Marker Region table for sample 11 : sample 11
FromTo Corr. % of Average Size Canc. Molarit Co
[bp] [bp] Area Total Size distribution [pg/pl y lo
[bp] inCVv[%] 1 [pmol/I r
200 1,000 1,381.391 335 321 16249981080
Peak table for sample 11 : _sample 11
Peak Size [bp] Conc. Molarity Observation
[pg/pll [pmol/1] s
1 4 35 125.00 5411.3 Lower Marker
2 53 2274 8458
3 236 37417 2,400.7
4 259 190.54 11126
5 269 70.54 3¢7.9
5 279 110.45 5089
2100 Expert (B.02.08.51648) @© Copyright 2003 - 2009 Agilent Technologies, Inc. Printed: 5/4/2015 5:37:34 PM
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Gel Image
7 306 80.21 3989
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Gel Image
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Qubit (ng/ml) i Bioanalyzer
Pool-Generation |Read 1 Read 2 Average Qubit converted (ng/ul) |Fragment Length |Conc. (ng/ul) Vol. to add

p 03-00 e T T s 3791 3.07|Total Volume (ul) 215

/ 03-20 28.1 203 28.7|! 287| 1.68|Pool Conc. (ng/ul) 1.57
& f)2¥ 03-40 17.4 182 17.8 1.78|) 2.70
| 03-60 22.8 25.1 23.95 2.395 2.01
ok A 03-80 23.7 24.9 24.3 2.43 193
adp e L~ 04-00: ik insaarls 49.2 48.1] { 4.81 338) i irsel 100
‘ 04-20 18.2 19 18.6[| 1.86 2.58
04-40 8.66 9.05 8.855|/ 0.8855 5.43
04-60 15.6 16.2 15.9]| 1.59 3.03
04-80 183 19.2 18.75/ 1.875] 2.57
: 05-00 5.81 7.11 5.96/| 0.696 6.91
ALV 05-20 114 118 . 1ael 116} 314 1.36] 415
05-40 10.3 10.7 105/ 1.05 458
WAL 4 _05-60 5.25 5.55 5.4 054 318 1.19] 8.91
y 05-80 11.3 11.8 11.55 1.155/ 4.16
06-00 121 12.6 12.35)| 1.235 3.89
06-20 16.3 17.1 16.7 1.67 2.88
06-40 116 12.2 11.9( | 1.19 4.04
06-60 9.21 9.62 9.415| | 0.9415 511
Sumple 5 —~ 55 0680 e ] By 203} i 2.08f | 354 vy
; 07-00 308 32.2 315/ | 3.15 1.53
07-20 148 153 15.05| | 1.505 3.20
07-40 43.5 46 44.75] | 4.475 1.07
S 07-60 13 13.8 sy 1.34 3.59
SRMIPTE O ~ 07-80 o R e Y 1.755}! 370 1f 2.74
08-00 5.84 6.01 5.925 0.5925 8.12
08-20 28.2 29.4 28.8|/ 2.88) 1.67
08-40 37 379 37.45|] 3.745 1.28
Yumpe W~ e e el 899 8.805|! ossosp o 334 2.44] 5.46)
08-80 11.1 11.4 11.25| 1.125 428
09-00 8.64 8.89 8.765 0.8765 5.49
] 09-20 25.7 26.3 26 2.6 1.85
Samde - e 1.7 P 11.85] R e 36af . 406
09-60 13.1 13.4 13.25( 1.325 3.63
09-80 30.3 30.2 30.25(| 3.025 1.59
10-00 18.9 19.5 19.2) 1.92/ 2.51
~ ©10-20 e 30.1 29651 2.965 Y B Corar i b s B R CR )
i ‘g\ 10-40 28.6 29.5 29.05| ! 2.905 1.66
>N 10-60 24.1 24.8 24.45] | 2.445 197
10-80 221 2238 2245 2.245 2.14
11-00 20.8 21.3 21.05 2.105 2.29
11-20 26.1 26.7, 26.4 2.64 1.82
11-40 21.9 223 22.1] 2.21 2.8
11-60 16.7 17.4 17.05| | 1.705 2.82
11-80 19.6 19.8 19.7] | 1.97 2.44
eampla 0 — EEEER0 10 10.2 10.1) 1.01 343 1.76, 4.76
' 12-20 176 18 17.8 1.78 2.70
12-40 12.7 12.8 12.75] | 1.275 3.77
12-60 10.3 112 10.75] | 1.075 147
12-80 17.9 18.2 18.05| | 1.805 2.66
13-00 21] 21.9 21.45 2.145 2.24
13-20 214 22.4 21.9| | 2191 2.20
13-40 318 33.1 32.45{ | 3.245|] 1.48
13-60 232 237 23.45( | 2.345 2.05
13-80 18.2 18.8 18.5{ | 1.85 2.60
14-00 243 25.4 24.85( | 2.485 1.54
14-20 13.3 138 13.55 1.355 3.55
14-40 6.42 6.67 5.545] | 0.6545 7.35
14-60 15.2 15.5 15.35] | 1.535 313
14-80 34.3 35.1 317 3.47 1.39
15-00 21.5 22.2 21.85 2.185 2.20
15-20 18.5 18.8 18.65// 1.865 2.58
15-40 31.7 32.3 32|/ 3.2 1.50!
15-60 16.4 16.5 16.45 1.645 2.92
15-80 18.8 19 18.9) 1.89 2.54
16-00 16.4 16.5 16.45|| 1.645 2.92
16-20 20.6 20.7 20.65| 2.065 2.33
16-40 21.6 224 22| | 2.2 2.19
16-60 16.5 16.5 16.5] | 1.65 2.92
ST e e T et | DR e 5
8.907407407
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