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Dot Blot  (For 68636-1-Ig only)
Protocol for RNA-dot blot (English version)

1. Extract RNA from the samples with extraction reagent (or kit) and formulate a proper final concentration between 0.05 pg/pLto 2 pg/uL.
Dilute with PBS if the concentration is too high. Avoid contamination by RNase through the whole process (similarly hereinafter).

2. Directly dot the extracted RNA onto the nitrocellulose (NC) membrane. Mark the dot position and front side of the membrane. Appropriate
amount of RNA for each dot is between 0.2-2 pg, and serial dilutions are recommended for the determination of the optimal amount at the
first trial. Adjust each dot to the same volume by dilution with PBS if needed. In publications, nylon membrane is also used, where it is usually
cross linked via UV irradiation after dotting. Take NC membrane as an example below.

3. Dry the membrane for 5-15 minutes in air, and block with 1% BSA (in PBST) solution for one hour. If methylene blue staining is applied
as loading control, the dired membrane can be directly stained without blocking. Blocking will interfere the staining effect of methylene blue.

4. Briefly wash with PBS, PBST, or TBST once. Dilute the primary antibody with 1% BSA (in PBST) solution to an appropriate concentration.
For Proteintech’s 68636-1-Ig, 1 : 2000 dilution is recommended. Add the diluted primary antibody solution to the membrane, and incubate at
room temperature for 1.5 hours. Ensure that the primary antibody solution completely covers the membrane. Avoid using milk for dilution of
primary antibody in this experiment.

5. Wash with PBST for 4 times, 5 minutes per time. Discard the washing buffer, add the secondary antibody diluted in 1% BSA, and incubate
at room temperature for 1.5 hours or at 37 ‘C for 1 hour. Ensure that the secondary antibody solution completely covers the membrane.
Avoid using milk for dilution of secondary antibody in this experiment.

6. Wash in PBST for 4 times, 5 minutes per time. Completely discard the washing buffer and add ECL substrate for the luminescent
development.
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Protocol for RNA-dot blot (Chinese version)

1. F RNA 28GR (8aRk7 &) #2E RNA, SEWEAMKT 0.05 ug/ul, ANET 2 pg/ul NE, WES =R LA PBS fikk. ALy
1-RNAase /5%« CRFED .

BB LA FE (2% R DRI AU R B —#F, ATLAR PBS THBEMIRE . AT SCE R IE B RMREAT I, JeJBRE A5 SE ARG — M2 AT S AN S
AZWk. PARELNC .

3. i 5-15 A A AEIE T 5 A 1 %BSA A —/NEF (PBST H) o W7 ZEHOE H 34 W F loading control, Il i 56 i Ja AR Wt AN (R Pk p
DNEE 27T S i P o7 W A EE - R SRV €

4. il PBS 5t PBST & TBST fiii #- 5k —ik. K—HiH 1% BSA (PBST #) Mt £ &1&KkE, W Proteintech [ 68636-1-1g 4% 1: 2000
Pkt o [ L IMAFREGF I — 50, RSN 1.5 /Do TR —PLRESE AR, IR AR T —FIAE BN A DR .

5. il PBST ¥tk 4 Ik, HRR S 8. FRFEHBIGIMAM 1% BSA MR H —=3t, iRV 1.6 M EL 37 TR 1 /M. #R=HiAEE4
TV VERARSEIG T AN AR IR R

6. Jl PBST ¥El% 4 1k, HIR5 454, 7e&F XGRS ECLRMER .
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