& Delf &

ik

FIETMEMPA R A A

Hefei WANWU technology CO.,LTD

BE¥ LFB L5200 G

—. SEIOEA IR

1. SEIG 3t
B &% =
R K AL DIAPATH Donatello
LI R A T AR A 7 JB-P5
GELIED R S TR A RM2016
& IR T A JB-LS
HLBE L WL SR g AT KDP
JEFE PREAE 3 SN E s & el /A GFL-230
£ dal Wanwu
IEEF R E EENEY:: NIKON ECLIPSE E100
DAL EEN H A JE fE NIKON DS-U3

2. FEESIIRAA
AR ] %K He
To/K 2 EE [ 2654 Bk 22857 TR A A 100092683
—H [ 26 48 Bk 2238570 TR A & 10023418
BEM YL B Wanwu G1030
(EIFAR377 Wanwu G1002
R B [ 24 42 B4 25 7 PR A 7 10004160
=, RS

1. AEYIRBEEZRAK: KK TR BN Z H 2K 20min- — B 2K 11 20min-JG 7K Z 1 Smin-
To7K BRI Smin-75% i fE Smin, H RKPE.
2. BEBEGLE: BERHAL A BT 60°C B TH 30min, YA NEERELE A DN 512
e 1h, BUH YR PO B K.
3. BRME: VI RABEHIGE B ik 2s GEHO , HERABEHGYK C 71k

15s, KA, Gk, REMOKEMGE, ZHEHEE 0

1S BRI

http://www._wanwusw.com
http://www_hfwanwu.com
248 11
400-1016-218
2028438226@qq.com



A & ) AT
WDelf {%dh\* fE R EDR SRR AT

Hefei WANWU technology CO.,LTD

4. EPAPLL: PN 65 FEEERET (29 30min ZIF T £l AHEEAN 95%2
WG e YR AT

5. BiKEF: VAR UORNTEIK BT Smin -6 7K ZBEIT Smin- 67K 2 BE I 5min - — F 2K
[5min - — HF ZKSminiZ B, S PHEREE A

6~ WRBEEAR, EUEREN T,

= BRAE:
MBER R O, HAbpy 2.
M. FEEER:

L RO R g5 ), ANRERI AR K Thidve, Bl aiif.
2. EEZE MR ICE, dud R, SR, s, MARAER;
3. B, LU A E TR

http://www.wanwusw.com
http://www.hfwanwu.com
248 11
400-1016-218
2028438226@qq - com



o Delf &

I\

H* EIEAYEDFRSERA A

Hefei WANWU technology CO.,LTD

Luxol Fast Blue(LFB) staining experimental report

1. Lab equipment and reagents

A. Lab equipment

Items Manufacturer Model
Dehydrator DIAPATH Donatello
embedding machine Wuhan Junjie Electronics Co., Ltd. JB-P5
Pathology microtome Shanghai Leica Instruments Co., Ltd. RM2016
Frozen platform Wuhan Junjie Electronics Co., Ltd. JB-L5
Water Bath-Slide Drier Zhejiang Jinhua Kedi Instrumental KD-P
Equipment CO.,LTD
Laboratory oven Tianjin Labotery Instrument Equipment GFL-230
Co., Ltd.
Microscope slide Wanwu
Upright optical microscope Nikon Japan Nikon Eclipse E100
Imaging system Nikon Japan NIKON DS-U3
B. Chemical Reagents
Items Manufacturer Model
Absolute alcohol Sinopharm Chemical Reagent Co., Ltd. 100092683
Xylene Sinopharm Chemical Reagent Co., Ltd. 10023418
Luxol fast blue staining kit Wanwu G1030
Hematoxylin-Eosin solution Wanwu G1002
Neutral balsam Sinopharm Chemical Reagent Co., Ltd. 10004160

2. Experimental steps

(1) Paraffin section deparaffinization and rehydration: put the slides into xylene I 20

minutes-xylene II 20 minutes-absolute ethanol I 5 min-absolute ethanol II 5 min-75% alcohol for

5 min, tap water washing.

(2) Luxol fast bluestaining: placed luxol fast blue staining A is in a 60°C oven and preheated for

30 minutes. Put he slides intoluxol fast blue staining A and cover with membrane for 1 hour, then

take out the slides quickly wash with tap water.
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(3) Background differentiation: put the slides into luxol fast blue staining B for 2s and directly
immerse in luxol fast blue staining C for differentiation 15s, washing to terminate differentiation,
microscope examination, repeated differentiation, washing and microscopic examination, until the
myelin sheath is blue, the background is almost colorless;

(4) Eosin counterstaining: put the slides in the oven at 65 degrees to dry it (about 30mins until the
slides are dry) and take out and cool it, put into 95% ethanol and Eosin counterstaining.

(5) Dehydration and sealing: put the slides into absolute ethanol I Smin-anhydrous ethanol II
Smin-anhydrous ethanol III 5min-xylene 1 5Smin-xylene II 5min -transparent, neutral balsam
sealing.

(6) Microscope examination, images collection and analysis.

3. Results

Nerve myelin sheath is blue, and other components are almost colorless.

4. Note

1. After stained, do not wash them in water for a long time due to the color will be fade.

2. Pay attention to the degree of alternating differentiation, if over-differentiation, the color of the
myelin sheath will be fade, insufficient differentiation, the boundaries are unclear.

3. If over-differentiation, you can re-stain the slides in the staining solution.
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