bbb bbbt st
-

+ +
* *Ee 444
+ 2+ +
+i+e +
+
+

+
R d
I3 EEEE et

g IR RAEYRIE AR A

Wuhan Servicebio Technology Co., Ltd.

HEY AV i BCIP/NBT SAJEM3E (CISH) LWk

13256 334 Bl

1.1 525G 3544

R "% BS

it 7KL DIAPATH Donatello
£SR3 Servicebio

E VL7528 S22 M A BR A 7] 10212432C

TR ERY Bl SRR AR A A RM2016

TolE B0 Servicebio EP-150-M

PEIR (814 0) Servicebio TSY-B
NI )3 Servicebio MV-100

e Dragon KE0003087/KA0056573
T HAEE Servicebio G6100

VKA T S R PR A BCD-192TGN
B CIC XSP-C204

IEE G BsE ERNEY: NIKON ECLIPSE CI
WA R 5t H A Je i NIKON DS-U3
TE IR AR LABOTERY GSP-70

e K B P i R =T MLS-3751L-PC
f L KRN THRAF JB-P5

Ha KRBT HRA R JB-L5

SHZURE L WL AR < 8T RL AR B & AT IR 7 KD-P

1.2 F 8

A "% ®’s FRELL
DEPC Amresco E174

FAA [t € (DEPC 7K) Servicebio G1112

i Sakura

ToK 2 E 2R = HRA IR AR 100092683

PAOR A Mo et 75 B R Servicebio G1128

PBS Servicebio G0002

20xSSC Fefi i Servicebio G3016-4

BSA Servicebio G5001

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn

HiE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

A AR RS
-

m BSR4 REDP AR AT

sssssssss Wuhan Servicebio Technology Co., Ltd.

‘44

+
+
+
+
+
+
+

HAM K i fAm Servicebio G1234

H IR Servicebio G1402
ARG M Servicebio G3016-3
anti-DIG-AP jackson 200-052-156
BCIP/NBT I A5 e AR1023

2AEYAEE Y] B BCIP/NBT &2 J5 1 438 S 36 35 B
2.1 AR E: HIUEH B 5 LB E 2 (DEPC KECHID A& € 12h L E. HABHR
Eili R
2.2 80K AZE e 58 R A RA TR K R iR, I, KRR A S
23015 AIEEVI ALY, FERPLEE T, 6200846 v 2h.
24088V BURS Z=K e AR UK U) F RO i it 375 B VR 11 Smin- i 8557 B VR 111 Smin- 6 7K £
15min-Jo7K ZBENSmin, H 805, DEPC 7Kz,
25984k, JEDN B P, AR A FEHLSUNFEHEARRE, N A8 K(Q20ug/ml) 37°7H4L

min 27K S5 PBS ¥k 3 ¥Xx5min.
2.6. AR : HMPEASH, 37°C I H 1h.
2.7, FAT: WETARASH, IS RE AT, WEE__, 1EIRAE FE R AT
2.8 A JEPeW: YA, 2xSSC, 37°C ¥k 10min, 1xSSC, 37°C ¥ 2x5min, 0.5xSSC
FimPE 10min. A AERF A ASHREZ AT DA I F I e 5%
2.9 B : WA R RIS o %I 30min.
2.10.5% 0 BPTHL B AR iC IR BEBRES  (anti-DIG-AP) : 2B IV, %50 anti-DIG-AP.
37°C & 40min, J5 TBS ¥ 4 Xx5min.
2.11.BCIP/NBT &.f&: i BCIP/NBT &, SRS, JaaiKit.
2023 HE R E .
2.13. sk, EUERE .
3AEYMAEEY)H BCIP/NBT 568 5 A1 2038 000 45 AL

BCIP/NBT & H () B P 26 75 N 25 60 . mRNA JEAL 438 on 4 RS NS, D%
P8 IEH o micRNA 5 IncRNA AFRFEFRRIEEMAE . R RIS E D OFIRE.

% RS RBNKFTE IR, R4 RNA R4 SLW N # B8 H DEPC 4 51
Rnase free 3755,
ME1 HEHER

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn
AE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

g IR RAEYRIE AR A

Wuhan Servicebio Technology Co., Ltd.

NBT/BCIP-ISH Assay Protocol (Plant Paraffin Setion)

1. Apparatus and reagents

1.1 Apparatus

Name Producer Model

Dehydrator WHJJ JJ-12]

Paraffin embedding machine WHIJ JB-P5

Pathologic microtome Leica RM2016

Frozen flat WHIJJ JB-L5

Water Bath-Slide Kedee KD-P
RNase-freeGlass microscope slides Servicebio

Micro-centrifuge Servicebio DI1008E

Rocker Servicebio TSY-B

Vortex Servicebio MV-100

Pipettor Dragon KE0003087/KA0056573
Microscopy CIC XSP-C204

Liquid Blocker PAP Pen Servicebio G6100

Refrigerator HAIER BCD-192TGN
incubator LABOTERY GSP-70

autoclave PANASONIC MLS-3751L-PC

1.2 Major reagents

reagent manufacturer article number
Ethanol SCRC 100092683
BioDewax and Clear solution Servicebio G1128

PBS Servicebio G0002
Proteinase K Servicebio G1234

4% of paraformaldehyde (DEPC water) Servicebio G1113
DEPC Amresco E174
20xSSC solution Servicebio G3016-4
BSA Servicebio G5001
Nuclear fast red dye Servicebio G1035
Glycerin-gelatin Servicebio G1402
Hybridization buffer Servicebio G3016-3
anti-DIG-AP Jackson 200-052-156
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NBT/BCIP reagent Boster AR1023

2. The steps of the experiment

2.1. Organization fixed: Take out the organization, wash clean, then Immediately put in the fixed
fluid (DEPC) to fix above 12h.

2.2. Dehydration: The tissue is dehydrated by gradient alcohol, paraffin, embedding and Vacuum
pumping in dehydration process.

2.3. Section: The paraffin is sliced through the slicer, the piece of the slice machine and the 62 -
degree oven roast for 2 hours.

2.4. Dewaxing and dehydration: Soak sections in 2 changes of Dewaxing Transparent Liquid, 15
minutes each. Dehydrate in 2 changes of pure ethanol for 5 minutes each. Then, followed
respectively by dehydrating in gradient ethanol of 85%and 75% ethanol 5 minutes each. Wash in
DEPC dilution.

2.5. Digestion: Mark the objective tissue with liquid blocker pen, according to the characteristics
of tissues, add proteinase K(20ug/ml) working solution to cover objectives and incubate at 37°C
for____min. Washing with pure water, then wash three times with PBS (pH 7.4) in a rOocker device,
5 min each.

2.6. Pre-hybridization: Add Pre-hybridization solution to each section and incubate for 1 h at
37°C.

2.7. Hybridization: Discard the pre-hybridization solution, add the probe hybridization
solution ,concentration_ , and incubate the section in a humidity chamber and hybridize
overnight at___ °C.

2.8. Washing: Remove the hybridization solution. Wash sections with 2xSSC for 5 min at 37°C,
Wash sections in 1xSSC two times for 5 min each at 37°C, and wash in 0.5xSSC for 10 min at
room temperature. Formamide washing can be added if there are more non-specific hybrids.

2.9. Blocking: add blocking solution (Rabbit serum) to the section and incubate at room
temperature for 30 min.

2.10. Add the Alkaline Phosphatase-conjugated IgG Fraction Monoclonal Mouse Anti-Digoxin
Antibody: (anti-DIG-AP): Remove the blocking solution and add anti-DIG-HRP. Incubate at 37
°C for 40 min, then Wash sections in TBS four times for 5 min each.

2.11. NBT/BCIP developing: dry sections slightly, add fresh prepared NBT/BCIP chromogenic
reagent to marked tissue. Manage reaction time by observing in microscopy until positive
expression appears shows blue-purple. Then stop developing reaction by wash in running tap
water.

2.12. Mounting: Natural air dry and mount with Glycerol Jelly mounting medium.
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2.13. Image the results using a brightfield fluorescence microscope. Store slides at RT.

3. Interpretation of the results

The positive expression of BCIP/NBT was blue-purple. The results of mRNA in situ hybridization
showed that cytoplasm was positive and a few nuclear positive were normal. The expression of
micRNA and IncRNA was different. According to the expression, the color is very light.

Attached table 1 probe information.
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