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High-Performance Liquid Chromatography analysis of WTJD

Method: The chemical characterization of WTJD was analyzed using the
HPLC system (Shimadzu Corporation, LC-2030C3D, Japan). Accurately
weighted 0.5 g of WTJD powder, and added 50 mL of 70% methanol. The
sample was weighed, heated, and then refluxed for 30 min. Afterward, the
mixture was placed for cooling, weighed, and then compensated for its
reduced weight by adding 70% methanol. Afterward, the sample went through
a 0.45 ym microporous membrane. Subsequently, 10 yL of the filtrate's
supernatant was introduced into the HPLC system.

Chromatographic separations were performed using the Shimadzu
InertSustain AQ-C18 (250 mm x 4.6 mm, 5 uym) column. The mobile phase
system comprises acetonitrile (A) and 0.3% phosphoric acid solution (B). The
flow rate, injection volume, column temperature, and detection wavelength are
programmed at 1 mL/min, 5 uL, 35 °C, and 240 nm, respectively. Table

presents the gradient elution procedure.

Table. HPLC gradient elution procedure

Time (min) Mobile phase A (%) Mobile phase B (%)
0~20 7 93
20~50 7—20 93—-80

Preparation of reference solution: The reference substance was precisely
weighed and dissolved with methanol. Loganin and morroniside were set to a
mass concentration of 50 ug/mL; Nystose was set to a mass concentration of
0.2 mg/mL; Curcumin was set to a mass concentration of 2 mg/mL.
Subsequently, all reference substances were filtered by 0.22 ym microporous
membrane.

Result:
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Figure. HPLC chromatography profiles of the major phytochemicals in WTJD. (A) The

composition of WTJD: (1) Shanzhuyu; (2) Yujin; (3) Bajitian. (B) The structures of the

major phytochemicals: (1) Loganin; (2) Morroniside; (3) Curcumin; (4) Nystose. (C) HPLC

chromatogram of WTJD. (D) HPLC chromatograms of standards: (1) Loganin; (2)

Morroniside; (3) Curcumin; (4) Nystose.

Conclusion: HPLC characterized the main chemical components of WTJD.

Figure shows that the four main monomer components in WTJD were



identified based on the retention time of the standard: Loganin, Morroniside,

Curcumin, and Nystose.
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Kidney yang deficiency pattern trait score table in rats

0 score 1 score 2 scores 3 scores
Temperature
. 38.5~39.5 |38.0~384 37.5~37.9 | <374
Vital signs Q)]
Weight (g) =300 275~299 250~274 | <250
Behavioral Curl up and
evaluation bend over | <30 31~149 150~299 | 300
(5 min | (s)
continuous
observation, | Get a bunch
. <30 31~149 150~299 | 300
recording up (s)
time)
The pinna is .
) The pinna | The color
pale pink |
The color of is pale and | of the
] ] ~|and clear ) ]
Auricle the pinna is clear blood | pinna is
) blood )
pale pink vessels white as
vessels are o
o are visible | paper
visible
The color
The claw The claw | of the
The claw
nails are ) ) armor  is | claw
) Claw armor nails are pink ) )
Physical rosy and pale in | armor is
) and not soft )
features shiny color white as
paper
The tail is The  tail
_ The tail is | slightly The tail is | color is
Tail color ] - ) ]
pink whitish Color | pale white | white
lines paper
The eyes
The eyes | The eyes are o
are dull | Squinting,
Eyes are rosy and | red and )
. ) and faint, | lethargy
agile slightly dull
haggard




The color

of the | The
The color of )
Purple and tongue tongue is
Tongue color the tongue )
red has pale in
darkened
become color
lighter
The  fluid
on the
surface of | The liquid
] o Tongue fluid | the tongue | on the
Fluid on the | Moisturizing ) )
slightly has tongue is
tongue the tongue ) )
increased increased, | about to
and it feels | drip down
very
slippery
Loss of body | The body
No change | hair hair visible
o in body hair | (shedding to the | Local hair
Densification ) ) )
) (uniform and | body hair | naked eye | removal is
of body hair i o )
fine visible at the | is fluffy | severe
distribution) | bottom of the | and
cage) sparse
The body
The gloss of o )
| hair is dull, | Body hair
| the body hair | ]
Body hair is | slightly is very
) . is reduced,
Body hair | white  and messy, dull, dry,
) and the )
gloss shiny and ) | yellowish messy,
white is
smooth ] in  color, | yellow in
interspersed
) and harder | color
with yellow )
In texture

Pattern

evaluation

Overall score< 12: normal; Total score 12~16: mild kidney yang

deficiency pattern; Total score 17~21: moderate kidney yang

deficiency pattern; Total score>22: Severe kidney yang deficiency

pattern.
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Instruction of Prestained Protein Marker Il (10-200 kDa)
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Servicebio® Prestained Protein Marker 11 (10-200 kDa)

Catalog number: G2058

Product information

Product name Product number Specifications

Prestained Protein G2058-250UL 250 uL
Marker Il (10-200 kDa)

Product briefing:

The product Prestained Protein Marker Il consists of 10 highly purified and pre-
stained recombinant proteins in Tris-Glycine gel. The molecular weight range is
10-200kDa ( ~ 10, ~ 18, ~ 23, ~ 30, ~ 42, ~ 55, ~ 75, ~ 110, ~ 140, ~ 200kDa ). The
75 kDa was orange red band, the 10 kDa was rose red band, and the others were
blue bands, which was convenient for dynamic observation of protein
electrophoresis status or judgment.

Storage and transportation :

Ice bag ( wetice ) transport ; stored at-20 <C for 12 months.

Component:
Component Component G2058-250UL
Number
G2058 Prestained Protein 250 uL
Marker Il (10-200 kDa)
Specification 1 sample

Operation steps:

1.This product is ready-to-use, no need to add reducing agent or heating.
Prestained Protein Marker stored at -20 <C was thawed at room temperature and
then gently and fully mixed.

2.Take 3-10uL of this product and the experimental sample for protein
electrophoresis at the same time ; it is suggested that conditional laboratories can
determine the appropriate loading amount through pre-experiment according to
their own experimental conditions and experimental habits when using this

product for the first time, which can not only save costs, but also obtain better



experimental pictures .
3.Prestained Protein Marker is stored at-20 <C in time after use ( 5-10uL is
recommended for storage ).

Precautions:
1. This prestained protein ladder cannot be heated or boiled at 100<C, as heating
or boiling will cause degradation or decolorization of protein bands.
2. This product is not recommended if anti-HIS-tag antibody is used.
3. In Westernblot, large molecular weight proteins need to extend the transfer
time or increase the transfer voltage.
4. The molecular weight of the reference prestained protein in the figure is
calibrated according to the molecular weight of the unstained protein.
5. For your safety and health, please wear a lab coat and disposable gloves to

operate.
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—| =140 kDa
~110 kDa

~75 kDa
~55 kDa

~42 kDa

~30 kDa
~23 kDa

~18 kDa
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Gel Blot

12% Tris-Glycine SDS-PAGE

Figure.Prestained Protein Marker Il Reference Molecular Weight
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Western blot raw data

Grayscale value

N GAPDH ROR FOXP3 T-BET GATA3
o 36KD 54KD 54KD 58KD 47KD
C1l 1| 24739.49] 1| 4858.69] 1| 28551.85] 1| 8971.933[ 1| 27021.32
M1 2| 25071.49] 2| 25788.66] 2| 18868.13] 2| 27701.63] 2| 6423.761
F1 3| 25243.44 3| 21364.42] 3[ 21571.49] 3| 22557.32] 3[ 9953.418
WTJD-H1 4] 27376.73| 4| 14521.64| 4| 22704.61] 4| 15017.47] 4] 20103.37
WTJID-M1 5| 25218.61 5| 17928.42| 5[ 22842.49] 5| 15644.37| 5[ 17476.61
C2 1 23421 1| 14625.88] 1| 29452.02| 1| 11627.75[ 1| 26954.15
M2 2| 24037.44] 2| 28426.44] 2| 15514.08] 2| 24644.49] 2| 5903.225
F2 3| 25305.08] 3| 24006.32| 3| 17490.9] 3| 19684.54| 3| 12580.54
WTJD-H2 4] 24400.59| 4| 19236.54| 4| 17928.49] 4| 15232.76] 4| 20190.9
Hippoca- |WTJD-M2 5| 23894.35( 5| 24067.37] 5[ 15697.61] 5| 21223.54] 5[ 16401.66
mpus
tissues [C3 1| 23339.25| 1| 7546.974] 1| 24667.61] 1] 8106.397[ 1| 23115.15
M3 2| 24456.2] 2| 35103.58] 2| 13271.54] 2| 24169.13] 2| 9842.296
F3 3| 25460.44| 3| 26721.48] 3| 14317.25] 3| 21077.65] 3[ 15019.78
WTJD-H3 4] 26370.49| 4| 18426.27| 4| 23582.78] 4| 16569.82] 4| 20508.94
WTJID-M3 5| 25848.9] 5| 27115.97] 5[ 21252.95] 5| 18563.41] 5[ 17685.08
C4 1| 23458.42| 1| 3305.134] 1| 26726.85] 1| 17010.66[ 1| 21169.15
M4 2| 24808.9] 2| 33410.89] 2[ 6590.054] 2| 27801.56] 2| 5664.175
F4 3| 25974.15( 3| 25233.61] 3[ 11958.37] 3] 26225.9] 3[ 14011.37
WTJD-H4 4] 24962.02| 4| 15739.71| 4| 26222.44] 4| 15897.83] 4| 18520.43
WTJID-M4 5| 23888.2 5| 25601.2] 5[ 17034.78] 5| 18881.66] 5[ 16108.39
Gray value of target protein/grayscale value of reference protein
No GAPDH ROR FOXP3 T-BET GATA3
' 36KD 54KD 54KD 58KD 47KD
C1l 1 0.196394 1.1541 0.362656 1.092234
M1 1 1.028605 0.752573 1.104906 0.256218
F1 1 0.846335 0.854538 0.893591 0.394297
WTJD-H1 1 0.530437 0.82934 0.548549 0.734323
WTJID-M1 1 0.71092 0.905779 0.62035 0.693004
c2 1 0.624477 1.257505 0.496467 1.150854
M2 1 1.18259 0.645413 1.025254 0.245585
F2 1 0.948676 0.691201 0.777889 0.497155
Hippoca- |WTJD-H2 1 0.788364 0.734756 0.624278 0.827476
mpus |WTJD-M2 1 1.007241 0.656959 0.888224 0.686424
tissues
C3 1 0.32336 1.056915 0.347329 0.990398
M3 1 1.435366 0.542666 0.988262 0.402446
F3 1 1.049529 0.562333 0.827859 0.589926
WTJD-H3 1 0.698746 0.894287 0.628347 0.777723
WTJID-M3 1 1.049018 0.822199 0.718151 0.684171
C4 1 0.140893 1.139329 0.725141 0.902411
M4 1 1.34673 0.265633 1.120628 0.228312
F4 1 0.971489 0.460395 1.009693 0.539435
WTJD-H4 1 0.630546 1.050493 0.636881 0.741944
WTJD-M4 1 1.071709 0.713105 0.790418 0.674324




RORvyt

Tukey multiple comparisons test
Normal vs. Model
Normal vs. Fluoxetine
Normal vs. WTJD-M
Normal vs. WTJD-H
Model vs. Fluoxetine
Model vs. WTJD-M
Model vs. WTJD-H
Fluoxetine vs. WTJD-M
Fluoxetine vs. WTJD-H
WTJID-M vs. WTJD-H
Test details

Normal vs. Model
Normal vs. Fluoxetine
Normal vs. WTJD-M
Normal vs. WTJD-H
Model vs. Fluoxetine
Model vs. WTJD-M
Model vs. WTJD-H
Fluoxetine vs. WTJD-M
Fluoxetine vs. WTJD-H
WTJID-M vs. WTJD-H

FOXP3

Tukey multiple comparisons test
Normal vs. Model
Normal vs. Fluoxetine
Normal vs. WTJD-M
Normal vs. WTJD-H
Model vs. Fluoxetine
Model vs. WTJD-M
Model vs. WTJD-H
Fluoxetine vs. WTJD-M
Fluoxetine vs. WTJD-H
WTJID-M vs. WTJD-H

Mean Diff.
-0.927
-0.6327
-0.6384
-0.3407
0.2943
0.2886
0.5863
-0.005715
0.292
0.2977
Meanl
0.3213
0.3213
0.3213
0.3213
1.248
1.248
1.248
0.954
0.954
0.9597

Mean Diff.
0.6004
0.5098
0.3775
0.2747
-0.09055
-0.2229
-0.3256
-0.1324
-0.2351
-0.1027

95.00% CI of diff.
-1.274 t0 -0.5801
-0.9797 to -0.2858
-0.9854 to -0.2915
-0.6877 to 0.006187
-0.05261 to 0.6412
-0.05833 to 0.6355
0.2394 to0 0.9332
-0.3526 t0 0.3412
-0.05494 to 0.6389
-0.04923 to 0.6446
Mean 2

1.248

0.954

0.9597

0.662

0.954

0.9597

0.662

0.9597

0.662

0.662

95.00% CI of diff.
0.2774 t0 0.9234
0.1868 to 0.8329
0.05442 to 0.7005
-0.04829 to 0.5978
-0.4136 to 0.2325
-0.5460 to 0.1001

-0.6487 to -0.002617

-0.4554 t0 0.1906
-0.5581 to 0.08793
-0.4257 t0 0.2203

Significant?
Yes

Yes

Yes

No

No

No

Yes

No

No

No

Mean Diff.
-0.927
-0.6327
-0.6384
-0.3407
0.2943
0.2886
0.5863
-0.005715
0.292
0.2977

Significant?
Yes
Yes
Yes
No
No
No
Yes
No
No
No

Summary
*kkk

*k%

*kk

ns

ns

ns

*kk

ns

ns

ns

SE of diff.
0.1124
0.1124
0.1124
0.1124
0.1124
0.1124
0.1124
0.1124
0.1124
0.1124

Summary

*kk
**

*

ns
ns
ns
*

ns
ns
ns

Adjusted P Value

<0.0001 A-B
0.0004 A-C
0.0004 A-D
0.0554 A-E
0.1164 B-C
0.1271 B-D
0.0008 B-E
>0.9999 C-D
0.1207 C-E
0.1105 D-E
nl n2
4 4

4 4

4 4

4 4

4 4

4 4

4 4

4 4

4 4

4 4

Adjusted P Value

0.0003 A-B
0.0016 A-C
0.0186 A-D
0.1151 A-E
0.905 B-C
0.2577 B-D
0.0477 B-E
0.7149 C-D
0.2156 C-E
0.8593 D-E

q
11.67

7.964
8.036
4.289
3.705
3.633
7.38
0.07193
3.675
3.747

DF
15
15
15
15
15
15
15
15
15
15



Test details

Normal vs. Model
Normal vs. Fluoxetine
Normal vs. WTJD-M
Normal vs. WTJD-H
Model vs. Fluoxetine
Model vs. WTJD-M
Model vs. WTJD-H
Fluoxetine vs. WTJD-M
Fluoxetine vs. WTJD-H
WTJID-M vs. WTJD-H

T-bet

Tukey multiple comparisons test
Normal vs. Model
Normal vs. Fluoxetine
Normal vs. WTJD-M
Normal vs. WTJD-H
Model vs. Fluoxetine
Model vs. WTJD-M
Model vs. WTJD-H
Fluoxetine vs. WTJD-M
Fluoxetine vs. WTJD-H
WTJID-M vs. WTJD-H
Test details

Normal vs. Model
Normal vs. Fluoxetine
Normal vs. WTJD-M
Normal vs. WTJD-H
Model vs. Fluoxetine
Model vs. WTJD-M
Model vs. WTJD-H
Fluoxetine vs. WTJD-M
Fluoxetine vs. WTJD-H
WTJID-M vs. WTJD-H

Meanl
1.152
1.152
1.152
1.152
0.5516
0.5516
0.5516
0.6421
0.6421
0.7745

Mean Diff.
-0.5769
-0.3944
-0.2714
-0.1266
0.1825
0.3055
0.4502
0.123
0.2677
0.1448
Meanl
0.4829
0.4829
0.4829
0.4829
1.06
1.06
1.06
0.8773
0.8773
0.7543

Mean 2
0.5516
0.6421
0.7745
0.8772
0.6421
0.7745
0.8772
0.7745
0.8772
0.8772

95.00% CI of diff.
-0.8143 10 -0.3394
-0.6318 to -0.1569
-0.5088 to -0.03393
-0.3641t0 0.1108
-0.05495 to 0.4200
0.06802 to 0.5429
0.2128 t0 0.6877
-0.1145 to 0.3604
0.03029 to 0.5052
-0.09268 to 0.3822
Mean 2

1.06

0.8773

0.7543

0.6095

0.8773

0.7543

0.6095

0.7543

0.6095

0.6095

Mean Diff.
0.6004
0.5098
0.3775
0.2747
-0.09055
-0.2229
-0.3256
-0.1324
-0.2351
-0.1027

Significant?
Yes
Yes
Yes

No

No

Yes
Yes

No

Yes

No
Mean Diff.
-0.5769
-0.3944
-0.2714
-0.1266
0.1825
0.3055
0.4502
0.123
0.2677
0.1448

SE of diff.
0.1046
0.1046
0.1046
0.1046
0.1046
0.1046
0.1046
0.1046
0.1046
0.1046

Summary

*kkk
*kk

*

ns

ns
%

ns

ns

SE of diff.
0.0769
0.0769
0.0769
0.0769
0.0769
0.0769
0.0769
0.0769
0.0769
0.0769

=)
=

A A AN

n2

A A AN

Adjusted P Value

<0.0001
0.001
0.0216
0.4927
0.1762
0.0092
0.0003
0.5198
0.0237
0.367
nl

A AR DdMADS

A-B
A-C
A-D
A-E
B-C
B-D
B-E
C-D
C-E
D-E

>
N

A DA SABRADMEBADdMADS

8.117
6.892
5.103
3.714
1.224
3.014
4.402
1.79

3.178
1.388

10.61
7.253
4,991
2.329
3.356
5.618
8.28

2.262
4.924
2.662

DF
15
15
15
15
15
15
15
15
15
15

DF
15
15
15
15
15
15
15
15
15
15



GATAS

Tukey multiple comparisons test

Normal vs. Model
Normal vs. Fluoxetine
Normal vs. WTJD-M
Normal vs. WTJD-H
Model vs. Fluoxetine
Model vs. WTJD-M
Model vs. WTJD-H
Fluoxetine vs. WTJD-M
Fluoxetine vs. WTJD-H
WTJID-M vs. WTJD-H

Test details

Normal vs. Model
Normal vs. Fluoxetine
Normal vs. WTJD-M
Normal vs. WTJD-H
Model vs. Fluoxetine
Model vs. WTJD-M
Model vs. WTJD-H
Fluoxetine vs. WTJD-M
Fluoxetine vs. WTJD-H
WTJID-M vs. WTJD-H

Mean Diff.
0.7508
0.5288
0.3495
0.2636
-0.2221
-0.4013
-0.4872
-0.1793
-0.2652
-0.08589

Meanl
1.034
1.034
1.034
1.034
0.2831
0.2831
0.2831
0.5052
0.5052
0.6845

95.00% CI of diff.
0.5894 to 0.9122
0.3674 to 0.6902
0.1881 to 0.5109
0.1022 to 0.4250
-0.3835 to -0.06067
-0.5627 to -0.2399
-0.6486 to -0.3258
-0.3407 to0 -0.01788
-0.4266 to -0.1038
-0.2473 t0 0.07551

Mean 2
0.2831
0.5052
0.6845
0.7704
0.5052
0.6845
0.7704
0.6845
0.7704
0.7704

Significant? Summary

Yes *kkk
Yes *kkk
Yes *kkk
Yes *x

Yes **

Yes *kkk
Yes *kkk
Yes *

Yes **

No ns
Mean Diff.  SE of diff.
0.7508 0.05227
0.5288 0.05227
0.3495 0.05227
0.2636 0.05227
-0.2221 0.05227
-0.4013 0.05227
-0.4872 0.05227
-0.1793 0.05227
-0.2652 0.05227
-0.08589 0.05227

Adjusted P Value

<0.0001
<0.0001
<0.0001
0.0012
0.0054
<0.0001
<0.0001
0.0262
0.0011
0.4946

=}
[EEN

A DA ADS

A-B
A-C
A-D
A-E
B-C
B-D
B-E
C-D
C-E
D-E

n2

A DA BB DdDALDN

20.32
14.31
9.456
7.133
6.008
10.86
13.18
4.851
7.175
2.324

DF
15
15
15
15
15
15
15
15
15
15
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Western blot pictures
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GAPDH
1.(For the Figure 5A)

140kDa
110kDa

75kDa

55kDa

42kDa

140kDa
110kDa

75kDa

55kDa

42kDa




3.(For the Figure 5C)
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GATA3
1.(For the Figure 5)

140kDa
110kDa

75kDa

55kDa

42kDa

140kDa
11OKD?

75kDa

55kDa

42kDa




140kDa
110kDa

75kDa

SJkDa

42kDa

140kDa
110kDa

75kDa

55kDa

42kDa

30kDa

2 qLDa




