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1. Pl X- GleA TAEW: HU X-GlcA #%71) 229ul I % 80mg X-GlcA ek HUE & Lk 2 By i ia i, 1%
HRFIEF] 350mg/mL, BEIES), HEIA X- GleA TAEW, %5, -20°CHERF .
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GUSZ A 2.5mL

GUSZ M B 10ul

GUSZ M C 10ul

EETK 5.5mL

FH 2 2.0mL
X-GlcA TAEH 20ul

SRR #£110mL

3. [EEE AL BANPE, WRATEEE, HEEETERELE 4):
O BRI L, AR 3-5mL £ 475/ NE L 2 fLR .
@ HUE R 2xZ2 Pl e R 5 5 BT K SRR RIIRTS I . IO 3-5 REZH SUARF 1x 2% ph i
EWREIT AL, ZEHE 45min, FR.
@ FCHITERI: 1% GUS Sl A3 1/K=1:20 Fike, B ABRBM. FHECH I B0 e s e 3 1K
AKX 1min.

4. fINIERE GUS B, i GUS Jetaill e iR 4.

5. HEZFEMBUNEECE FLIR A, SHEET [E )RR T 2mine 2P BN T B 4 2N A4,
FAE Gt T2 Gyt N .

6. SLEPTREITEZ LI, 37°CHFE 24h. BEE R &N R MK, O LI, YREER &N, GUS
T PR 5 BT A S I (0 B B

7. H75%CEEREFEARIN SR, —BRERRK T L8 1-3h. G LETESZNODE, DEMEE
Brifop g FEARLRAE T CBEH, AT IR B 8O0 22 B A R L.
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GUS Stain Kit

Cat: G3060

Size:100mL

Storage: -20°C, avoid light, valid for 6 months.

Kit Components
Reagent Size Storage
Reagent(A): GUS Buffer A 50mL RT
Reagent(B): GUS Buffer B 0.2mL 2-8°C, avoid light
Reagent(C): GUS Buffer C 0.2mL 2-8°C, avoid light
Reagent(D): 2xFixation Buffer 25mL RT, avoid light
Reagent(E): X-GIcA 80mg -20°C, avoid light
Reagent(F): X-GlcA Solvent ImL RT, avoid light
Reagent(G):Deionized Water 100mL RT
Introduction

X-Gluc(X-GlcA) has a molecular weight of 521.8 and CAS number of 114162-64-0. It is a substrate for the
detection of GUS gene in Bacillus coli and can rapidly detect GUS gene fusion markers in plants. Under suitable
reaction conditions, B-glucosidase (GUS) can hydrolyze X-Gluc into blue substance, which is not dissolved in
Indigo substance in transgenic nuclear tissue. The sites or sites with GUS activity show blue or blue spots, which
can be observed by naked eye or microscope. The GUS Staining Kit is mainly used for GUS gene expression
analysis of transgenic plants.

Protocol(for reference only)

1. Prepare X- GlcA Solution: add 229ul of X-GlcA Solvent to 80mg X-GIcA, or take appropriate amount of the
above two substances to dissolve, so that the concentration reaches 350mg/mL, mix them gently to form X-
GIcA Solution. After distributing, store them in dark at - 20 °C.

2. Prepare GUS Solution according to the radio as follows.

Reagent volume

GUS Buffer A 2.5mL

GUS Buffer B 10ul

GUS Buffer C 10ul

Deionized water 5.5mL

Methanol 2.0mL

X-GlcA Solution 20ul

Total volume Approximately 10mL

3. Fixation(Fixation is not a necessary step. If fixation is not required, proceed to step 4):
(DTake the transgenic plant tissue and add it into a about 3-5mL of clean vial or porous plate.
(@Take equal amount of 2xFixation Buffer and Deionized Water to mix to form 1xFixation Buffer. Add
1xFixation Buffer to completely submerge the tissue. Incubate at room temperature for 45min, discard the
liquid.
(3)Prepare Washing Solution: mix GUS Buffer A with Deionized Water according to the radio of 1:20 to form
Washing Solution. Rinse 3 times with the prepared Washing Solution for 1 min each time.

4. Add appropriate GUS Solution to completely submerge the tissue.

5. Use a vacuum pump to extract the gas in a vial or porous plate, and the extraction time shall be more than
2min. The purpose of this step is to extract gas from plant tissues and make the dye more easily enter the
tissues.

6. Immediately cover the vial or porous plate and incubate at 37 °C for 24h. With the increase of incubation
time, blue gradually appears. When the expression level is high, the sites or sites of GUS activity show blue
or blue spots.
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7. Remove the chlorophyll of the sample with 75% ethanol, and generally soak the sample in ethanol for 1-3h.
If necessary, repeat the decolorization step to completely remove chlorophyll. The samples are stored in
ethanol and can be observed by naked eye or ordinary optical microscope.

Note

1. The prepared GUS Solution can be stored for half a month at 2-8 °C in dark.

2. X-GlcA Solution should avoid repeated freezing and thawing, otherwise the dyeing efficiency will decrease.

3. Due to the tissue specificity and other reasons, the blue color reaction may not be completely consistent, so
pay attention to explore the specific experimental conditions.

4. For your safety and health, please wear experimental clothes and disposable gloves.
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