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Cleavage of Lambda DNA with Eco RI Restriction Enzyme
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A Lambda phage DNA

B Concentrated Restriction Enzyme Reaction Buffer
C Enzyme grade water

D Eco Rl Dryzymes endonuclease

E DNA Standard Marker

F Reconstitution Buffer F

G Reconstitution Buffer G

Aok

10X Gel Loading Solution

Practice Gel Loading Solution

Restriction Recognition
Enzyme Genus Species Strain Site
UltraSpec-Agarose
Ava | Anabaena variablis n/a C"YCGUG
Electrophoresis Buffer (50x) Bgl | Bacillus globigii n/a GCCNNNN"NGGC
EcoRl Escherichia coli RY 13 G™AATTC
. ) / :
FlashBlue DNA stain Haelll Haemophilus aeqyptius n/a GG™(C
HindIll Haemophilus influenzae R, ATAGATT
. Sac Streptomyces achromogenes  n/a GAGCT"C
InstaStain Blue cards Y,

Tml pipet
Transfer pipet
Microtest tubes with attached caps

Semi-log graph paper template

M719s &KX, MYSS&A|, ojzinr ooigl, MAN2, MA|AX[(SHE0|E), 250mLafZEatA
3, OHMAZ, 554, ML E 0], Transilluminator, &24x, A2, O7H 500mL & 2H
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Lambda Phage DNA (A) FE, Restriction Enzyme Reaction (B) F&, Enzyme Grade Water
(C) FEE &71E22 &5 HAM otz ZOo|A ghLCt.

Restriction Enzyme Reaction Buffer ZH:

A 77H-]%3._ ro|ﬂ§ OHES A28l Enzyme Grade Water (C) 1TmL & HME2|7|

C FE EAS ©1 2Jl%oz oAl MM MSLICL AT 9oB sHas
ol MBLITh 30 % SO MLt

D. 10 7Hol Bd=E7] FEM "1"2 H7|st S|M& HI gouL Ms &1 FE=S

EELCh
Lambda Phage DNA (A) 10uL & 10749 A Z2|7] FEO E2 2"2 ®#7|L(C

Enzyme Grade Water (C) 5uL £ 10702 |MEE2[7] FEO &1 3"
HELCHL

njo

B7|5t1 FE4=

10X Gel Loading Solution 10uL & 10742 |dZ2|7| FEO| E&LC}

DryZyme Ecoli S8 302 O[LHO restriction digest &H]
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4. Reconstitution Buffer (G) 30uL & Dryzyme
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5. HEHE F7tet
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6. 10 7Hel AMEZ|7|0| “4" E7|StD 5uL EcoRl enzyme S
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e ® ZF =0 25Ot A

3| M El Restriction Enzyme Reaction Buffer “1" FE 1 7§
Lambda DNA 2" § 5 17

Enzyme Grade Water “3" F2 1 7|

EcoRI (S0 &0tE) "4" FE 174

10X Gel Loading Buffer T2 1 74

Summary of Reagent Preparation
Number Volume
Component of Laleel per
toubes tuloe
Diluted Reaction 20 1 80
Buffer
Lambda 20 2 10
DNA
Enzyme Grade 10 3 5
water
EcoRI 10 4 5
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Control Digestion
Reaction Reaction

1
Rxn Buffer @’

>

Incubate at
37° Cfor
30-60 min.

Add 5 pl
gel loading
solution.

Samples are
ready for
electrophoresis.
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R.E.reaction Lambda Water ‘:;’ R.E.reaction  Lambda

buffer DNA buffr ~ DNA

ADD 5l
10x Gel Loading
Solution

Proceed to electrophoresis.

1. J/E 1 H Restriction Enzyme Reaction Buffer 40uL 2F FE 2 ¥ Lambda DNA 5uL £
E (WatenOf| Z=7tgtL|Ct.

|T
w
re

2. FE2 EHE €1 'cet AEFES HELC (Control 'C)

3. FE 18 Restriction Enzyme Reaction Buffer 40uL 2t FE 2 #H Lambda DNA 5uL & 4 #

Eco Rl enzyme FEO| E&L|C}
4, FAZ B3 Rt OFYH S HESLCH (Reaction "R”)
5. REE M4 XNIIHM ASUCH
6. 3729 T2 $£X0|A 30-60 27t HiLBLICE

7. 10X gel loading solution 2 2t FEO0| 5uL % E&L(CH

8 WS T E5E MIIBA ML BHAQ YD SYUC 0 & M2 HIFSS
Sk,

Summary of Restriction £nzyme Digestion Reactions

Toke 1 Tube 2 Toke 3 Tube 4 Reaction
Tule Reaction | Lambda | Water €coRl | Volome
Buffer DNA
REACTION 40 pl Sl 5ul SO ul
CONTROL 40 pl Sl S pl SO ul
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Prepare
agarose gel in
casting tray

Remove end
blocks & comb,
then submerge

gel under buffer in
electrophoresis
chamber

Load each
sample in
consecutive wells

@ Attach safety

cover,connect

leads to power
source and conduct

electrophoresis

@ After electrophoresis,
transfer gel for staining

InstaStain® Blue
or FlashBlue™
@ DNA stain.
Analysis on
white light
source.

(+>

Gel pattern will vary
depending upon experiment.
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Concentrated
buffer

Distilled

water

==

Caution! Flask will be HOT!

1. Concentrated buffer(50X)& 1XHIZ BtE7| 8 Table A E

i

2. 250ml E2t230| 1X HHE 21 agarose powderE 41&LICH (Table ARLE)
3. EEAIE HXY QAKX 127 @10 SELLCH S2AIE S Of7t2A 2HO|
£ =0 otE Y M7FX] 15k ZHAo =2 M QIX|of =2 2AH5| Al LICE
4, 24HS| el T 60°CHHA| MSFLICH
5. 8U0| A= ot A AL Eo|of 1T OHRt combs ZAYELICE Comb 28 2
= Egolof BAE =X Roz Z HF 7Y MEEY well2| X7t (=0 HKXISHA
j2i=]=a
Takle
6. O M 20| AloH Eg0o|¢ £ A Individual 0.8% UltraSpec-Agarose™ Gel
20 Ol =t = L bt oot St el oo
7-|6|;||'|_||:|-. ol [[H ZC_AEII_C.)_I_O;I 7é|0‘” —Jl'_\—Aol'ol -J'nlOcm. 1.0 ml 49,0 ml 0.399 S0 ml
2m 8m 0O |
JEX| oA st CH Tx1ldem 1.2 ml 58.8ml 0464 60 m
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Buffer

- +
o
o1
8. GAZ7|2 FHE 8HTFO| H{H(Table B. EX)E &
9. 40uL Standard Dye MarkerE & H® well0
" ye Markers = Table 2: Gel Loading
=L CL FHet ME SHHE LHHA] wellof
CES Y Lane 1 Group 1 Standard Marker
2 Group 1 Reaction
10. M7|1FsEX e B/WE FEUCHL M=o & 3 Group 1 Control
(+, -)0] LA AHAZAZ|A=X]| =QIstL|Ct, 4 Group 2 Standard Marker
5 Group 2 Reaction
Q| aaxX} AZAS M7= AHSHL
1. WASSEKX| 0 AZASHO T™I|FsS A& 6 Group 2 Control
Ct. (Table C. 2| &Y #+& AlZH &X)
12. 25 OFX[X LI® Zar E2f0|E WY ZatE 2HEeL(C)
Table Table T d Volt Guidel;
B 1x Electrophoresis Buffer (Chamber Buffer) C me M(\o.g-/,%q‘:?: (,:)' cines
Diution Electrophoresis Model )
£DVOTEK Total Volume : M12 (classic)
Model £ oRem.’?—ed Sg: f? :::"' ?,3:1‘::’ Me+ M12 (new) 2 M36
Volts Min. / Max. 1 Min. 7 Max. Min. / Max.
| v
e s =2 The 150 | 15/20 min. | 20/30 min. | 257 35 min.
A2 (clavic) bicaidi o A o 125 | 20/30 min. | 30/35 min. | 35/ 4S min.
e S G e 75 | 35/ 4S min. | S5/70 min. | 60790 min.
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-5" 20 i
]
Concentrated v Distilled
FlashBlue™ Stain water
Wear gloves
Flask and safety goggles )
3 J—
% DESTAIN
Pour
e —lx
@ '
——— )
1. FlashBlue (108} &%) 10mIt 5F =+ 90mIE Z2tA30| 10 S|MA|ZLLICL

2. Opt=A ALt WA ERO|E H7ISE YXIOA i LICH Rt EME ERjo] {0
Hor ojne{ea "ojwal o)

5. 22 MY Me =R @A =ds| AdUS. o L2 # Zn HES 2

TransilluminatorOf| Al 2HEFSHL|C},
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Experiment Results and Analysis
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