2nd Lab™  gpowdtsszs

For a Better Lab

XL10-Gold Chemically Competent Cell /=fifAH

® ELEHFE ( CAT# : DL1050 )

XL10-Gold Competent Cell 100ul /32

pUC19 (control vector, 10pg/pl) 10ul

REEHE (RRED: -80°C (6 MA)
o EFZ

TetR A(mcrA)183 A(mcrCB-hsdSMR-mrr)173 endA1 supE44 thi-1 recA1 gyrA96 relA1 lac Hte [F* proAB
laclZaM15 Tn10 (Tet®) Amy CamR]

® i

XL10-Gold 2 B R R=mMRZ 54, B Stratagene 7 & K4FF AT ARSI IEE~ YL
B ERMBRRZASMAE. XL10-Gold EitkA Hte (high transformation efficiency) £ E &, Hte £ Stratagene
FEAHFFHRERISHEALERARNENEINBEEIEEER, ERIEAT 40 kd FRHUEE.
[A(mcrA)183 A(mcrCB-hsdSMR-mrr) 17310 F XL10-Gold B JLF B EMAIRFIE RS ; FRHEiZiz
AYIEE (endA), $EET FHL DNA HI~8FRE; EHMEHRIGE (recA)BCIBARRIEIREEBE, RIET
A DNA FIRRE 1 ; Tet®, Cam™ M FEMIIIRMEBT RN, lacl”ZAM15 BIFEE(E XL10-Gold A A F &,
EIBEFEE. XL10-Gold R ASMANLZEH T ZHME, pUCT9 BRI MEEK3ZE>2 X 10° cfu/ug DNA,

o EHURIEITIE
1. XL10-Gold BEFZAS4RAIM-80'CE L, RFFEAKS, 5 HHESEHRRN, MABER DNA (FRHISIEES
) FHRAFIRIT EP BRBIZR SRR AIRIRIT), KPEE 25 24,
2. 42°CIKA I 35 ¥ (FEE EZE—Efficiency decreases sharply when cells are heat-pulsed for <30 seconds
or for >40 seconds.), TLUERMEIKX EHFHE 2 7, RISIHEREUEE.
3. EEOLEFRMA 700p AEMEZNEFIESFE QYT LB), B4/ 37°C, 200rpm £75 60 44,

4. 5000rpm B> 1 34U, BBE 100pl £6 EBERITEERERHSHESHENIRNE RN 2YT 3L LB 157 &
t.

5. BFREBHT 37 CEFAIEIER.
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@ Stratagene standard protocol

-

. Pre-chill a 14-m| BD Falcon polypropylene round-bottom tubes on ice. Preheat NZY+ broth to 42°C.
. Thaw the cells on ice. When thawed, gently mix and aliquot 100 pl of cells into the pre-chilled tubes.
. Add 4 yl of the B-ME (B FiE Z ) to the aliquot of cells.

. Swirl the tubes gently. Incubate the cells on ice for 10 minutes, swirling gently every 2 minutes.

. Add 0.1-50 ng of the experimental DNA (or 2 pl of a ligation mixture) to the aliquot of cells.

. Swirl the tubes gently, then incubate the tubes on ice for 30 minutes.

. Heat-pulse the tubes in a 42°C water bath for 30 seconds. The duration of the heat pulse is critical.
. Incubate the tubes on ice for 2 minutes.

. Add 0.9 ml of preheated (42°C) NZY+ broth and incubate the tubes at 37°C for 1 hour with shaking at 225-250

© O N o 0o b~ w N

rpm.

10. Plate <200 pl of the transformation mixture on LB agar plates containing the appropriate antibiotic (and
containing IPTG and X-gal if color screening is desired).

11. Incubate the plates at 37°C overnight. If performing blue-white color screening, incubate the plates at 37°C for
at least 17 hours to allow color development (color can be enhanced by subsequent incubation of the plates for

2 hours at 4C).

® Preparation of Media and Reagents

NZY+ Broth (per Liter) LB Agar (per Liter)
10 g of NZ amine (Casein hydrolysate) 10 g of NaCl
5 g of Yeast extract 10 g of Tryptone
5 g of NaCl 5 g of Yeast extract
Add deionized H,0 to a final volume of 1 liter 20 g of Agar
Adjust to pH 7.5 using NaOH and then autoclave Add deionized H,0 to a final volume of 1 liter
Add the following filer-sterilized supplements prior to use: Adjust pH to 7.0 with 5 N NaOH and then
12.5 ml of 1 M MgCl, autoclave
12.5 ml of 1 M MgSO, Pour into petri dishes (~25 ml/100-mm plate)

20 ml of 20% (w/v) glucose (or 10 ml of 2 M glucose)

o TEEIN

1. BRESMRIFEKTERINL. EAKP 8 FHAMABELEDNA, FAI7EKFHMER BT, KEEIFRS
PRI,

2. JE N B &Y DNA BRI 82 RIRM1E

3. BUAEIREN RS ERMER YA HEERD R LA TRNES.

4. XL10-Gold E#kxt <40 pg/ml KB RFIME, B3 100 pg/ml FE R,

5. XL10-Gold AZASHMRAEMIE W E, FBUBEANL 2X10°cfu/ug DNA; IRBFESEXR, AIER

Stratagene A BI#EEFRI#RAE protocol.
|
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